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(57) Abstract: It is intended to provide a method of examining a (-) strand RNA virus vector having a lowered ability to form grains 

O or a lowered cytotoxicity or lacking the same; and a method of constructing producing the vector. It is found out that the formation 

J^T of virus-like grains in cells having a (-) strand RNA virus vector transferred thereinto can be regulated by lowering or eliminating 

[^ the localization of M protein expressed in the cells. Thus, a method of examining a (-) strand RNA virus vector having a lowered 

fs| ability to form grains or lacking the ability, a screening method, and a method of constructing the (-) strand RNA virus vector having 

O a lowered ability to form grains or lacking the ability are provided. The vector having a lowered ability to form virus-like grains 

^ or lacking the ability is highly useful as a vector for gene therapy, since it never causes cell injury or immune induction due to the 

© secondary release of the virus from the cells into which the vector has been transferred. 



WO 03/025570 Al inililllllllllllllllllllllllllDIIIIIII 



(57) ££): 

-<DMm*&zmm?z>o vjjvzm&TMfctfmTztzmn&Ltz^f-fc 



WO 03/025570 



PCT/JP02/09558 



/70055 WOOO/70070) . L^U En&©^£*-##OBIBj&© 1 Ofc 

*»ffi*»fcfeVJF^aSeV*«CAbfclfflJIS^6fe^-f;i/X»«[ ; ? (VLP: 
virus like particle) ©jjttti#«£SnT^5. H©«fc-5fcVLP£££L&H£ 

^^^-©iifg^Mjims. 

Matrix 00 Se«tfU^>^}C^t>WMfiJ^bTV^Ci^ 
4)V7* (SeV) ffi© (-)«BKA^>f^X"ra#StlTV»S. Wfcfcf, vesicular 

stomatitis virus (VSV) OMge®MOW^^M» (VLP: virus 1 
ike particle) 05g#*s«&$nT£D (Justice, P.A. et al., J. Virol. 69; 

3156-3160 (1995)) , SfcParainf luenza virus©®£t>Mge©#.©&38S"CVL 
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W3iCZ>Z.tim&-ZtlT\t*Z (Coronel, B.C. et al., J. Virol. 73; 7035-7 
038 (1999)) o £©£5&Mg6¥$T©VLP^&K:||LT&, £T© (-)MRNA^ 

£T© (-)«8NA^^;P^7?*JibT^StBai'rsi:t3JJT?fr* (Ga 
roff, H. et al., Microbiol. Mol. Biol. Rev. 62; 1171-1190 (1998)) . 

rt*ST#*. lfU*>»j*0»i)&S©tdai||6llthOUlfy (Lipid r 

afts) fcWWfrlW** (Simons, K. and Ikonen, E. Nature 387; 569-572 (19 
97)) 7C*teTriton l-M<D£5UfM*>&Xm&ttttm&C!>Km 

WfrtVTmfe-Zntz (Brown, D.A. and Rose, J.K. Cell 68; 533-544 (1992) 
) . ^>7)V3L>*?yj )VX (Ali, A. et al., J. Virol. 74; 8709-8719 (2000 
)) » tifeV'OVX (Measles virus; MeV : Manie, S.N. et al., J. Virol. 74; 
305-311 (2000)) XtfSeY (Ali, A. and Nayak, D.P. Virology 276; 289-303 (2 
000)) ^gTUtfy r^7h (Lipid rafts) TOlfU *>fcmfimm*nT&\) . 
^d"eMSe«x>^D-yge (spikeHa£fc3?f3£tt3) ^ribonucleoprote 
in (RNP) *»ttblfU^>^*iEJi*r*, )]s*Tt>7V ttH^ (bu 

dding) ©ttft*£fcoTV>*£#*6tt* (Cathomen, T. et al., EMB0 J. 17; 
3899-3908 (1998), Mebatsion, T. et al., J. Virol. 73; 242-250 (1999)) . 

Mg6tespike3r&©cytoplasmic tai\£ffi&~tZ>ZLttf, ■i>7)VX> 
*?VJ)\/Z (Zhang, J. et al., J. Virol. 74; 4634-4644 (2000)) RtfSeV (Sa 
nderson, CM. et al., J. Virol. 67; 651-663 (1993)) ^T^SftT&D, * 
Tcmt(D^h^>yjVJL>^^)VX (Ruigrok, R.W. et al., Virology 173 
; 311-316 (1989)) ^ >37Jkr>1f^ Jl^RtfSeV (Coronel, B.C.' et 

al., J. Virol. 75; 1117-1123 (2001)) $TjjFc$nW£. Jgfc, Ugfigt© 
:*U=fV-J&£^©W##SeV (Heggeness, M.H. et al., Proc. Natl. Acad. Sci.U 
SA 79; 6232-6236 <1982)Rtf*jettnrt&£,f (Vesicular Stomatitis Vir 
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us; VSVrGaudin, Y. et al., Virology 206; 28-37 (1995), Gaudin, Y. et al. 
, J. Hoi. Biol. 274; 816-825 (1997)) ^T$g&£tl, rn&#<©!>^;^3 

»©&£&, MSfifcfcBr^TT&SfrSfcfc. x>^n-^ge (sp 
ikegfi) \zmbT%&mz£ DVLP«:ffi«I«fc|t3Jf* TfftBttfcRfcftOstojafcS 

So &£MVJ)V7, (Rabies virus; RV) ©*£, GSa^SIC^^TVLP^ 
^l/30tMii>L, (Mebatsion, T. et al., Cell 84; 941-951 (1996)) > MgS^ 
*m\Z&^Tm/m,mUT\zm'PLt£tm%l£riT^Z> (Mebatsion, T. et a 
1., J. Virol. 73; 242-250 (1999)) . fcmVjJVX (MeV) m 

&X$m\Z&KTceU-lo-ceU<DM&tf?imb (Cathomen, T. et al., EMB0 J. 
17; 3899-3908 (1998)) , Jlftfctt? U*>^J0*$M$n&&T&££^.5 C 
£d*"?#<5. ^©U!!-^/Lii*«H{JH^a©cytoplasmic tail (HHJJgR 

«©x-;M ©^g£ckoTfc£DTU3 (Cathomen, T. et al., J. Virol. 72 
; 1224-1234 (1998)) . mzSey\Z&KX\mT<D&hW*>&\zl3i?XKZo SeV 

omxm^mmmzwi-ox^m (mtuivwmizft&Lx^z®) , 

€n (FRtXHN) ©Cytoplasmic tail*nige£i££LTV>*££#^£nws 
(Sanderson, CM. et al., J. Virol. 67; 651-663 (1993), Sanderson, CM. e 
t al., J. Virol. 68; 69-76 (1994)) . IPS, bf'J 
T&5aBfl&fl£±©U fcfy K77b (Lipid Rafts) ^56^*65 C«M8$n* 
F&tfHN©Cytoplasmic tail£0ift£#a5T&D", MaattflBflaXK: 
#&Lfca*e»FRtfHN£*g£-T5 £ £T\ FSOT©^igj?Sfcm^fe^TSflM 
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V4)V7s*&m?5mn&%m.lsfcttn\£l3it>-r. ±fB©£5fcRV (Mebatsion, 
T. et al., J. Virol. 73; 242-250 (1999)) RtfMeV (Cathomen, T. et al., EM 
BO J. 17; 3899-3908 (1998)) T?Kfc»££nTV**$/;*T-A, IPSvacccinia v 
irus (W) TdriveLfcT7 polymeraseTffBSSIJIiiTS^xATttK^^^- 
©£f;K*tt»&ttJl<, *fc5S!ll»fcfttfflbfcYV3&«, ««Ufcl0tfc!!^;P 

um^(Dx^n\z^mx'$>^mthx, m&&w®BLto>v try 

h (Lipid Rafts) ^MM?&UMtf%m2nT^%V&zmm&*k%:2lt2>fr 
, iS^tt-etiS ©cytoplasmic tail©^£#£$-tt:5^£3$AT5 C 
Afctl*. fib, 4*fcSeV<D»£fcFfcfc& (WOOO/70070) lg.WmX.9m (Stric 
ker, R. and Roux, L., J. Gen. Virol. 72; 1703-1707 (1991)) lz&\/*X&<0 

vwtffi&rzzLtim&ztiTteZo IPs, %}Mn*.t<\tt£^t?mzti%. 

mtE&H<Dffis spikeaSfcHLTcytoplasmic tail £WCVLP CJ^Sf 5 t 

^mznzmmumMztiTKisn,*. £t£m&mzmvThmmi?&r), mmz 
ikemB^m^-r^ho^mmm^ (^ia«32^) ^ ji/x*jg* 

ffVi, ate^«#©m&ffiB#«-enJ:0«i«ffi (mfc?37t:) Tfr5 
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j )vz\zfr^m/\o£ft\z^n&rF-v$>z>zttfmmLtt<, a sic, vLP^m» 

wphx&v. ids (38*0 \z&^Tm&<DmffimmmzwpLT^itc 
m&mmmftm&&&m&\'~^-mmm\z&mis<M'<rctz.z, mm. (3 

2<C) K*^Tt>i»fc«1B"r©l«a©tettWiftK:«TbT*D, fifcMSF (micro 
tubule) 0fil:ifi^f«$nt. S&IC, AM (3TC) T&MS6te0*«r 
o4»i£H*#3fi (-Tito's ^V^frftifi) fcJWELTfcttl/Wfc. ft/hEWS^- 

mzB^xm^vxmmvx^^mmm^tmmn^ «±©a^e>, 
zntc, fox, «eK©3E*ftiMSrtn«E*ttwr*ctfcJ:o» vlp©^s 
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ntCfcO, fl*tfspikeaa©cytoplasiic tail*&l*£tt«fl>©ffit©««©Bfc 

D5HOTTf§F«^^^-§iilfc. AftWfcfck E86K*fcttL511F 
©«&£&&*rr*SeV PgfiJtmfe^, &5tfK3lll97S:fe«i:tfK1795E©iIlfcg& 

m, m p, *«fcmga»©4a©gefifc*a*wr*^-f;^ 

IfcSnfc. #fcL511©7S yK^WftSSI^nfcPSaHite^l^OSeVm^ 

^mxvrzmm\z^if^m&mommmm(DmM^^zxiuvrzo^)^(Dm 
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a, wm^Bn^mttz^rt-n^mttftRL, z.n^m^xmwm 
fcT*x&Lfzmm&<y << jvzmTzwsbxmm-z z. t \zjmvtc, v j 
im*kMM(D%m±m*\zm*\Q s cimmjKDtimxmwzn. n^nrz?* 

jvz*??-^ ^n^wmomfcTzx^^fcm^zit^mMmmmm 

TOH^i^^Hhn T*$)m& < &MAX # * E £ *U 

mm^^n^<(Dmmzmmm^mr^m^mx^i7^~-tLX(Dmm^m 

jj&&&tfmm-*mzmL. ^v^mizit, 

(i) (-)MRNA^^;i/x^^^-(Z)»«Bg^^-r^^T^oT, m^z 
?-zMALtcMmizmjmm&n<DmtEZfcft?&j:m*^tsjj&. 

( 2 > m.TBf&mfimT&tcmnikistc (-) »-) a jvt,^ z> u 

(a) m<2*-*^Ahrmmzmmw&%(Dmte*Wim%jM. 

(b) mmmmy^rzitm^rc^^-^misi-r^xn, s^trm 
(3) m&nom&tf. MwanammmvMMx&z, en s&b (2) 
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siR$n5«£T©^ji#T&3. (4) £fc& (5) {ciBm©^ 

( 7 ) »^«^T^fc«»Lfc^m^ (-)iM>)^K^^-©S 
WT?SoT, (4) (6) ©Vi*fn^K:1B«0*j5fefc<fcDPl3t*fctt¥ 

O) insist Mia^®K:*^sa^««l©«yti*steT*fctt?8^-raia 
riSS-a-siST?*** (8) tf2»©m 

(10) «iStt3e»6t£rP#,' •fe>^-<C7^;i/XMSaS©G69, T116, 

y Ktfte©7 s 7 nrc (-)sirna? * ;i^m® est £ n- h-t sa&f 

(9) £S3«©:£fe 
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(id tresis^ M«£^a^bws(-mm^;i^^*-£, n 
z>xnT'$>%. (8) 

(12) $e»^HN^J:^/^fc«Fa^>?>t^ 

grr^ (7) (id ©vi-rn^fciB«©^» 

(13) «JI«Stt*aHN»^P««, -fe>^-r^^;PXHNMe«OA262, G264, 

7s.smibm®7$sfflzw&t<nrc(-)mwkVj)},xww&m*3-\ i ?z>m. 

£^T&<3, (12) \ZtiM<D%fa 

(14) (-)Mrna^;k^^-5^ $e>fcp*3ct^/^rc«L3t^«M^ 
fi^r-rs, (7) a>s> d3) ©va-rn^fcsa*©^, 

(1 5) P»£?©^&#, •fe>^'>>f;^PSeR©E86*«fct;/*fcttL511IC 

«t$.5, (i4) iztmoum, 

(16) Ut#p©3fcg#* ■fe>^ r 'f^^;^Laa»©N1197*i^/SfeJiK1795 

&£JiT*S, (14) (15) fcffi*©:m 

(17) ^^-OB««*3 5TOTTfr5l@£^iT, (7) (16) 
©ViTtl^CIBSc©^, 

(18) (-)iffl')^WA75^V^^WTJ5§ 1 (1) jfcS (17) © 

(19) /t75^'V)^M^t>^^^;i/Xl?$5, (18)'C|Et©^ 

(20) (7) (i9) ©vi-rn^fcia*©*?*K:«kD«3i$nfc, shpjb 
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(2 1) a*&A(-)«RHA?4;i/*T?fcoT, inwgei^fts^, 

(2 2) TIB (a) (d) ^£&5^iD«2n£^&<£fclo©14St 

MmS»©G69, T116, 43,kmi83j&>&fc*»J;DBftSnS4>fc<fc'bl"3©7 

XHNgSR©A262, G264, *«fctfK461#&fc<5SU; DM&$n54>&< it> 1 ^ 
©T$/^^(Cffi^-r^T5y^ffi©T5/mfcttm$nTV^, 

(c) »^w;^©yyAk:3-H*n*p»fi»ic*ViT, -t>^yj)V7> 

(d) ^^^;i/7.©^-VAtn-H$n^LMe«t^^T, -fe>y-r^^;ux 

LSeR©N1197*J;tf/*fcttK1795©75yB6*5Vseto©(-)«RNA'>w;l'XM® 
SSt©*BITOft©75 7 M«{C+g^-r§75 /»#«©7S yttCil&SftT 

(2 3) 4>&<£*> (a) &«fct* (b) ©&K§Wr§, (2 2) lcE«©^>f 

(2 4) 4>&<,ht> (c) (d) ©&St£:rr5, (2 2) fcgBft©#.f 

(2 5) (a) frS (d) ©£T©ttR£^r*, (2 2) \ZllM&*j 4 

£bi-o%2t>\zxm~?z>. (2D (25) ©^-rn^tci2«©^7^;i/x 

(2 7) */W2SaSW*FMRT?fc3, (2 6) Ki2m©^;l/X, 
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(2 8) (-)MA^^X#V^5#7^;l'7 > T&3, (2 1) 3^6 (2 7) 

(2 9) A75^VC7^;i/Xdt-fe>^^^;i/X7?*S, (2 8) fcfEm©^ 

(3 0) 3tfirP*AK:*W-SilBII&«*tt**j|**»fc»lCffiVi*, (2 1) 
t> (2 9) ©Vi-rn^tCfB^M^^^^^X, 

(2D (30) (o^rnmzmm(D^m^^)V7^ 

(3 2) jte^A^ViT^^^X^SALfcM^e.^^^jl/XM^ (VLP 

) om*mu?z>rMzm^2>. (21) (31) ©vi-rn^tfB«©m 

(3 3) (2 1) (3 2) O^nfrlZ&mfD&frmZ-ZjfrX&lO 6 CIU/m 

^«£>w\ <2?-m£.Mm\z&vz>m&m<Dmm^ (-)$irna«^;k*^ 
zf-vmT&j&mtmmzMmrzztz^MLrc* ^m^nt>n^>mm 
x-\t, m&mimm^miz^<mm^n, ^mm\zitmm^mizmmLx^ 
ltv^c Lfrv, &TMj&mmTLtc^??-*mm2i£fcMMr'\t. mm 

z\z%L?i&f&mtf&£:'rz>&frT*\z. m&mzm(Dft<izmm-fZo z<Dm&, 
m&mz3)]sz?fott&tj>mzn%$mzMffiVT&Q\ m^wm^Tzm 
&wmm\zm%z&i<T^%z\£tf^2n%o mmzmzm&m. 

\z&Ki<??-®^mj&m*&i£~rz>z\ttfTg2>. *iBi©^STti, 
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jWfiTT*. mmzfe. ±.m<D£o\z. MgeRolBIJ^ffifcfcttSl^jWftT 

lltts^^^*fctt^^cSBfel/W*^:^|i|»f$n*. »MSfc*w-aiffi«®» 

ft, 4$ KittUS*® ©MS 6 R© J^tfttHWS ttfc^ # * - £ H58T S £ £ <k 0* 

£WsiHEaR©»fiE (^n^MmeM©iE«^ffit ! fo«^) ^icicw^ 

^tcmivmmm^w^^^-^mm^rzmmz^f^m^noM^mt 

5£^$-&fc«ffliaTtt, mm\tmm^mHj&\zMtEh. &r)mm\z\mmmm 
izmmvTftftLx^z. *%m\z&\,*Tz\<D&5mm&n®iEi%tzmftim<k 
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Mmz&rtzm&mvmftcD&m^ mmfrm\z&%j;m. &&ztfii&m&\z 

TT'm&tzzttfT'Zz. mmmmm, ^(Dmm^mmz^mm 
mm#t, m&n\ztt?zfcwzm^tcftmm£rc\tvx.z?>7ny7-j 
>tfmz& om&ntf^znzmftzmfe-rz z. t\z x d mft^m^z z\ tan; 

mBmomM^m-r^ z\ t \z & KtmsfUfDrntEzm^z z.t^m^v^o 
nm%M<Dm&nv>mk&&\ti-rz>izfe. mmftmiz^ttm, &£zt$Lmm 

mf&<DMtf3i%<D\ZMmm-t(Z>Lipi<l rafts£MnTV>Si§T&^ Triton X-l 

oo<D£5te#j*>&&mm&mz7F®&<DmnmftT-&z>o m&mtsmew 
m?Rmw&&%&\z\mmt(DmGn\z&K>. coubf>>F77h (Lipid 

rafts) T"VJ)VXn>#-*>h*mktZ>t%Z.t>nT^Z>Z\tfr<E>. UK 
(Lipid rafts) *^»^&ffi£n3M®E^^ilL/iMg 

±C*f6<tt«J^l«77h (Lipid rafts) T?©MM£©^l£E^«^t-5 
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±12© £ 5 \zm a si ©i* fcE3E#*r* w znz^tznoo *fc 
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tt, £9#?£b<tel/5OT, ±D#*b<ttl/10KT, £W£b< 

tel/30^T, «fct)»SL<ttl/50OT, £5$?i;b<&l/100OT» <fcW£b< 
«1/300ETF, J: b < m/m&TF\z&T ITU*. 

^tf 0 »™aM6©*«ifci8$fctt, VlP38«ttiHIWaTT*S^iS»5 
. Z(D£o tem&, VLPttlOVilETF. #£L<«107inl£lT, J;D0*b<«lO 1 

*tt»£*HIBfc h7>77i^ya> bTfc&ffil*ji&JgSfeffi£jK£jkl> £££ 

5o 0J*.fcJ!DOSPER Liposomal Transfection Reagent (Roche, Basel 

, Switzerland; Cat No. 1811169) &£©>J ^xi'v'a >nM&%^Tff o Z\ 

i^fr*. SM;PX&^£*tr**v>«s*fcv>»« ioo^hcdosper 12.5^1 
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\ziB#mzimLi3iWp> h7>x7x^-> 3 >n. 2ummmmM<Diim%& 

(Kato, A. et al., 1996, Genes Cells 1: 569-579; Yoneiitsu, Y. & Kaneda, 
Y., Hemaggulutinating virus of Japan-liposome-mediated gene delivery to v 
ascular cells. Ed. by Baker AH. Molecular Biology of Vascular Diseases. M 
ethod in Molecular Medicine: Humana Press: pp. 295-306, 1999) „ h7>X 

>77i7^3>(l 0!|*J2DOSPER Liposomal Transfection Reagent (Roche, B 
asel, Switzerland; Cat No. 1811169) £/B^Tfr o Ct^tfS, VLP£r^iy& 
lOO/zlCDOSPER 12. 5m 1 £2I£U giaTlO^B^ 6 w 

i^->3>n. 2BmzmmmM<D%mzfefttzztT?n?<D&ms»jmr$> 
&%wtA&mzftiiiLrzmm&T*&-oTh^\ z?v-~>tf\z& 

5. Z\<DX2V (a) t^«£^£#J#-t£(-)$(RNA'7^ )VX 

^9*-*mAvtcMmz&nmm&n(Dm&*&iiiit®TU, &&xt (to m 
m&n<Dmm*%mt?z>7>? u (a) ««ate^s««?-r*( 
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k ¥&£zm&fcT\$^n?nG&£m*mmzftz>m'£> ) b$>%o *&m\z&H 
Tmfc^zmvMfc^w, ?#&mmm¥\z\ttn*nG&&m : m&¥&^£ 
n&o £jt*£t*, Mz\m&M&fc?mmzttLTi^$.it\$mL(DT3iym 

Tttnaaiete^sflarr s (-) urna^ ^ jvx^ ^ ^ - £ag a u £inj& \z& # 

e»©»ft t bTiWIISHSlS©SBfc*»BEi-r*»^tett, ra$S©M££9t©£ 
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5f« b#^gaK^zi- v-rzmoM&ttm^T* mwtow 

l tc (-) mwkv j 2 ^ u y$\z%> \^xmfcz ntz <y * 
e», &^mt<D&T£r£\m&\zm*?z&te?*®M?zz:£%r%Zo -r 

^r;i/7.^^^-^, mmfc?iz£2>Mm&n<Dm&<D&-F£f£\m*i, wz.tf*m 
■zzjin. z^ts%mz£V)%)mmzM&r%z>z.t*n 1 mvf£o ^maoism 
m^mmmxmizry^^xm^^miiiv^t^ow^^ 
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OT, $e,^$f*L<«33 < COT, ftfe$f^b<^32 < CSfc«^nMTTfT5o 
f&m&teTf £ fc t fcffi^m A (-) URNA^ 4)\,t,^9 - ©la jfc&Src & -d 

unmtfteiz&xm, s^tr^fticwrr*. r^^Mgestj trau pashms 
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£ m&t * aflateMHaiiete^ * flwr * (- ) isrna^ 4 ^ ? * - * , 

ttftfcl^snsfcOTttfcv^ «A.tf-fe>^-<^>f ;^omssr©G69, tii 
jij:T?G69t»aM®aR©69#BoT5yaiGiy, tii6£«m^6h©h6# 

B££^T£££j^£lI£tlW3 (Garoff, H. et al., Microbiol. Mol. Biol. Re 
v. 62:117-190 (1998); ) . Sfc, SeV MgSRfc^ViTanpbiphi lie a-helixt 
^«$nTV»*104-119 (104-KACTDLRITVRRTVRA-119/E^J#^- : 3 8) \W.=?1& 
tftizMMfcW&tLT^fe-ZtlT^Z (Genevieve Mot tet, et al., J. Gen. Vir 
ol. 80:2977-2986 (1999)) f)\ 3tt**«-(-)»WA#-f frXfflT'&K&WtStlT 

MftR£tfAV> (Gould, A. R. Virus Res. 43:17-31 (1996), Harcourt, B.H. et 
al., Virology 271:334-349 (2000)) . tot, MX\f SeV MH6St<E>G69> T116 

, &mmtmmfer$;ffl*®%\zmitr%z\£ip*im'v$>2>o 
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SeV MSSS©G69, T116, RtfA183£#J^Ste©(-)0KNA»^ ;!/XMgfiS 
^ay-^^D^7A (7^*>hffr&$|g£&Qfc(D) £fcteCLUSTAL W 

©IS^fitbTlj:, human parainfluenza virus-1 (HPIV-1) (&3KttlSft) T 
&tU£G69, human parainfluenza virus-3 (HPIV-3) "C&tUfG73, phocine dist 
emper virus (PDV)£<i;£fcanine distemper virus (CDV)T&tUiG7G\ dolphin m 
olbillivirus (DMV)lf^tL^G71, pes te-des-pet its-ruminants virus (PDPR), a 
easles virus (MV), * J: ^rinderpest virus (RPV)T&tli£G70> Hendra virus 
(Hendra)^ctr^Nipah virus CNipab)"C*ftftG8K human parainfluenza virus-2 
(HPIV-2)T&ft&G7(K human parainfluenza virus-4a (HPI V-4a) ^5<t Inhuman p 
arainfluenza virus-4b (HPIV-4b)-e&tU£E47, mumps virus (Mumps) -e&tlf£E7 

zifimtfztiz C£*£#*»*7sy»£*®4fcit*&-r) o £tz. sev m&m 

(m\Mzmmir2>mW&n(Dm&&tLT\t. human parainfluenza virus-1 
(HPIV-1) T&tt&Tl 16, human parainfluenza virus-3 (HPIV-3) °Ttl\£i\ 20, pho 
cine distemper virus (PDV) ^canine distemper virus (CDV)T?£tTi£T104 
, dolphin molbillivirus (DMV)-e&ftteT105, pes te-des-pet its-ruminants vir 
us (PDPR), measles virus (MV)& J; ^rinderpest virus (RPV)T£ftfc£T104, He 
ndra virus (Hendra)^ J: ZMi pah virus (Nipah)T&ftfcfri2(h human parainflu 
enza virus-2 (HPIV-2)^ J; ^simian parainfluenza virus 5 (SV5)T&fttefrll7 
> human parainfluenza virus-4a (HPIV-4a)43c±:eftiuman parainfluenza virus-4 
b (HPIV-4b)Tafen^T121, mumps virus (Mumps) T&tl&Tl 19, Newcastle disea 
se virus (NDV)T&ftfc£S120##tf£*l5. SeV M® Q RGDAl 831:1*1^1- 3 #MS 
&S.omn3^LtLXit, human parainfluenza virus-l (HPIV-l)T£ftfcfAl83 
, human parainfluenza virus-3 (HPIV-3) Ta5tl&Fl87, phocine distemper vir 
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us (PDV):£J;tf canine distemper virus (CDV)7r&tU£Y171> dolphin molbi 11 iv 
irus (DMV)T&ftf£Y172, peste-des-peti ts-ruminants virus (PDPR), measles 
virus (MV)£J;tfrinderpest virus (RPV)T£ftl3:Y17h Hendra virus (Hendra) 
£<fc££Nipah virus (Nipah) v Tr£tl&iY187> human parainfluenza virus-2 (HPIV- 
2)T!&*l&Y184, simian parainfluenza virus 5 (SV5)T:&m£F184, human par 
ainfluenza virus-4a (HPIV-4a)^J;D^iuman parainfluenza virus-4b (HP IV-4b) 
T?&frU3:F188, mumps virus (Mumps) T$>tHfB\ 86, Newcastle disease virus (N 

Dv)Tfcnt*Yi87#*tf6n*. ^cizmtffco 4 )vx\z&^x, ^nztwm 
\z&& l < m?<D®&£T<DT$.;Mf)m<D7$. ;mzw&znrz%mM&n 

?)\/?s.>. -feu>> xv*->. 3-uyy, ->*tM» . #S147 
^tt£fc&4M47s/m^©»m, sfe75ymtr^n»@tt75ym 
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Glymiuizmmnrc^m. T116At^ Mge»0116#i<D75y&Thr^Alal;: 
m&Ztlfc^m. A183S£&, MSM©183#SOT$y^Ala^Ser{Ctt^$n^: 
^H£W5,, ±>^^74)V7, MgSK(DG69, T116, &£tfhm$>Z 

wm<DVj)i>zm&K<Dmmu®:*, ^n^tiGiu <ek au oo, &£tfser 
(s) ^gm-r^ci^T#§ 0 m 5 ©^isi^^ttf lth5 ^ t 

m\zmm(D& ? \z mom^xnrc^^) F&m*TmA?zz\t 

MZitmmV 4 JWZ&^T}*, Mm&<D : E;t7U~-i-)l$imztt?Z>X. 
tf h-^tmtLT^ZUmmgi&WWZM-WS (Morikawa, Y. et al., Kitasa 
to Arch. Exp. Med., 64; 15-30 (1991)) <D\Ot&?mM&m\T Z> Z. t&mM2 
nz>o &ft. SeV M®eR©116#g©Thr^lS:T^^^^;i.XMMeR©104# 

3-Hi0l©3ft4»fc:#±3H>*«fh-r*Cfc*JT€r* (WOOO/09700) . M3t» 
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m\z. mx\mMm\zmm<D^mz£V)nz>z\ttfrz%o mfc^m%mz% 
mLT^T%&^L, v4)ixmffii&mizmmmzmm2itTi$£^o m 
<^ct\z, m&mm&m<Dft&TxmmmftvMG\z&^Tb, nmm* 
^w^^oz\t\z^y)^^-m^omm^mM\z^^^z.ttmmhtz 0 m. 
?x. <??-<Dnmmm&, -r^t^t^T* £9#£b<te34 < c£rF> 

£ e> \Zti?$. L < mz^CUT, L < «32t:^fc^nOTTff o Z\ tim 

mtef-oim^Td<m.mz & mw&n<bmm*mT£tz\±m%i?z (-)^rna 
mmmm&mmmmz%mt%&ftTrnm&2V2>x 

<Dmik^mz^X\t, £££ (-)^RNA^^C ;i/X^^^-*«HN43 j;I^/^fc«F 

tsu^^u^. mz, mte?<Dxm£tc\mmzmz.Twmfc?\z&mm 
%imm*&?z>^>7?-\t, #n®umz&rt%n?Mi&mj)m®x&<-&% 

mZJtSrtyy^y* ;^©HNgSK©A262, G264, *5<ktfK461^e>&5P 

^o^ftsns^ftKtfci^ &*h<\t&mzw$iznz>2'D, ■zst>\z&£ 

6MI^^W^S^tr i b©§03ifcfflv^z:i^i?#^o ^^TA262tm 

N®e»©262#S(D7$ymAla, G264£};iHNg&Htf>264#@tf)75,/^Gly, K4 
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61£ttHNgfiR0461#B07S/«Lys£jrr. 75/»£S», ffim<D®(DT 
©fc¥«tt*©ftfcS75>'»'s©«fcTfcS. ±IBbfc«k5t^S 

w-7 r ©75y«fcti^-r*c:tfef^w , 6ns. juttSfctt, Mx\z-ty 

?'(?>()l7Mm&n\Z&ttZ> A262T. G264R, ££tfK461Gfr e>&5S£cb OSiR 
sn**a*5V4tt^n&tffiH*SE»&*tr , b©Si?aK:fflVi*c:a:*«T#* 
o C:^TfA262Tttt, HNSaR©262#B©75yBfeAla*rnir««l$nfca5S, C 
264R<fc«, HNMK©264#B07$/»Gly#Argfc«ifc3n;fcg^ K461G<J:« 
, HNSaS©461#a©75/KLys*«Glyfc«lft$nfc^mS , M"5. "rfcfr^ -fe 
>^^4)V7, HNHSM©A262. G264, ££1^461 ££V>«^©^;i/XM& 
H©*BH>IS&&£, ^ft^tlThr (T), Arg <RK ££tfGly (G) 
-t!#3o J:ne©35Sttiia*-&t>ii'T^LTVi5z:t*«0*L<, ftfciins© 
3O©3g&©£T£«l$UTV>*;Li:#«J;0$F£U*. 

><hLT&ffl£ftW3Urabe AM94* (Wright, K. E. et al., Virus Res., 67; 
49-57 (2000)) HNSa©4643fclf468#B©7$ /^«g#ATS Z. 

i«*^HJ{c^ViT$f^LVi 0 dntffi^^fi*©75y»©3EStt, ffi©(-)« 

mz. mmm&m&^&&&?%(-)mmv4)vx*>7#--\z&\,*T\z, f 

tz>z.t.im®re&Q. mm-ztird?*-\z, ^ ^ Jixm^onm^Miz 
to4>VTK2ztifinmzwto *%m\z&\,*Tmm?<D r*»j tit. 
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\t, mmfc?zxmvT^2>z.t\z<5£nz>o m^xm\z\t, m^k&l 

wut\/wxr\z) iST-rs] z\t, &&zf&&n^<Dmm&&z\t>fz^ c^fe 

ztt^mt, (-)mrna^w )V7s<D?mte¥%r£\tvi&fe?\zwmmm*fem-? 
%mm*&T%ffl.fr&z.vj)MzMT%o z\<D^ou^mthx\t, Mfcmz 

it. SeV P^aK<286#@©Glu (E86) SeV PSeft©511#@©Leu (L51 

%o mxu, ±n\stc&o\zmu%?)v-7°o7^ ;mznw& %z\tiz£tim 

tf£>ft3o M#:WfC«, E86©Lys^s©*M (E86K) , L511©Phe^©W& (L511F 
) ft^^T^So ££Lg6ff££^T«U 1197#§©Asn (N1197) 
£fc«1795#g©Lys (K1795) om<D7$ SM^OWWk. $.tcitm<D(-)mWK 1 7 

;mzwm-z>z\tis.}i-frmft>tiz> a mwm\z\$. mnKDs^^omWk (N1197 

S) , K1795C5Glu^©Bm (K1795E) ^^»^T^§„ P3tfe^<i:L3te^«II 

it, m^m^x^ctr. mmmm&. v&m.=?-mA<Dmu. &tc\tMMm& 
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n j ?nfc±IB03fim©7^yK (SeVfc^ViT«M©G69, T116, &£tfA183, HN 
©A262, G264. £.J;tfK461) *>OP*€rFfc±E<O2flfiBr03Eft (SeVfc 

35V>TttB86*&«L511) ©5ti4>&< t*>^6*ft» S &KIL*£^K:±»02 
®Bfr0^g (SeV££ViTteN1197£J;tfK1795) 4 )V7>\*&biR £bU„ 

^jgT^-ttckoT, ««aUSK:S3fe«fcliWf» TA®.?M&tfmmzffl 

So 

^ SaW&fcSAi" *XS&^tf , Jt^PSAfcfc^T^ £SAb 
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ttmmfrztovjjvxwfr (vlp) <Dtkm*mu-rzjjfe%&&-?%- Bmmm 

®=P (VLP) O^fcUti, «^WSOI^lC»UfcHA^©«ST?tt*^t^**^ 

mi? (vlp) ©ttm©«i«!tt» s^»*fc«^S^v^^;vxtit^T, ft 
iAi:^ViT^^M^iAi/fc»eo^ji/X» (vlp) <Dikm*®M 

z&*xhitmm>$<D*>( frxwfr (vlp) <Dm*Mmt%tz&\zm^ x 5 
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^ £ LT«, #1*. tt/^ 7 5 £ y £ 4 (Paramyxovi r idae) ©-fe >3^f # 
JkX(Sendai virus), ftyXJVM^sf )V7, (Newcastle disease virus), £ 

1t&<tim$>( (Mumps virus), M&Vj )IX (Measles virus), RS^-r^XC 
Respiratory syncytial virus), Btfsify 4 )VX (rinderpest virus), ^f>A 
(distemper virus), ^hS^V ^^^(Orthomyxoviridae)©^ 
>y)VJL>lf04)VX (Influenza virus) , ^K^^X^Krhabdoviridae)© 
XfiL&nPi&t7 J )V7> (Vesicular stomatitis virus), WtMVj )V7. (Rabies v 

st< tt^Msn© (-) mwkVj)i7.T«& x> , $ e> OT£ b < s ^V 1 ^ 

*56l?t^ViT#lCff*L/^(-)«RNA^w;PXCtt, 0!l7Lfcf Sendai virus (S 
eV), human parainfluenza virus-1 (HPIV-1), human parainfluenza virus-3 (H 
PIV-3), , phocine distemper virus (PDV), canine distemper virus (CDV), do 
lphin molbi 1 1 ivirus (DMV), peste-des-petits-ruminants virus (PDPR), measl 
es virus (MV), rinderpest virus (RPV), Hendra virus (Hendra), Nipah virus 

(Nipah), human parainfluenza virus-2 (HPIV-2), simian parainfluenza viru 
s 5 (SV5), human parainfluenza virus-4a (HPIV-4a), human parainfluenza vi 
rus-4b (HPIV-4b), mumps virus (Mumps), &J:££Newcastle disease virus (NDV 
) fctzfi^^nZo ctDJf £L<"&> Sendai virus (SeV), human parainfluenza 

virus-1 (HPIV-1), human parainfluenza virus-3 (HPIV-3), , phocine distem 
per virus (PDV), canine distemper virus (CDV), dolphin molbi 1 livirus (DMV 
), peste-des-petits-ruminants virus (PDPR), measles virus (MV), rinderpes 



WO 03/025570 



31 



PCT/JP02/09558 



t virus (RPV), Hendra virus (Hendrah Nipah virus (Nipah) 

>##^^*-rn«, NJte^fc^Tfck CDV, AF014953; DMV, X75961 ; HPIV-1 
, D01070; HPIV-2, M55320; HPIV-3, D10025; Mapuera, X85128; Mumps, D86172; 

MV, K01711; NDV, AF064091; PDPR, X74443; PDV, X75717; RPV, X68311 ; SeV, 
X00087; SV5, M81442; %>&tf Tupaia, AF079780, Pjt^tO^T^, CDV, X51 
869; DMV, Z47758; HPIV-1, M74081; HPIV-3, X04721; HPIV-4a, M55975; HPIV-4 
b, M55976; Mumps, D86173; MV, M89920; NDV, M20302; PDV, X75960; RPV, X683 
II; SeV, M30202; SV5, AF052755; &&.T$ Tupaia, AF079780, ffi&TlZ-D^T 
\Z CDV, AF014953; DMV, Z47758; HPIV-1. M74081 ; HPIV-3, D00047; MV, AB0161 
62; RPV, X68311; SeV, AB005796; £ J; Zt Tupaia, AF07978(h Mfi^CO^T 
\t CDV, M12669; DMV Z30087; HPIV-1, S38067; HPIV-2, M62734; HPIV-3, D0013 
0; HPIV-4a, D10241; HPIV-4b, D10242; Mumps, D86171; MV, AB012948; NDV, AF 
089819; PDPR, Z47977; PDV, X75717; RPV, M34018; SeV, U31956; SV5, 
M32248, Fitfe^KO^Tte CDV, M21849; DMV, AJ224704; HPN-1. M22347; HPI 
V-2, M60182; HPIV-3. X05303, HPIV-4a, D49821; HPIV-4b, D49822; Mumps, D86 
169; MV, AB003178; NDV, AF048763; PDPR, Z37017; PDV, AI224706; RPV, M2151 
4; SeV, D17334; SV5, AB021962, HN (H^fcteG) tt^fcO^TW: CDV, 

AF1 12189; DMV, AI224705; HPIV-1, U709498; HPIV-2. D000865; HPIV-3, AB012 
132; HPIV-4A, M34033; HPIV-4B, AB006954; Mumps, X99040; MV, K01711; NDV, 
AF204872; PDPR, Z81358; PDV, Z36979; RPV, AF132934; SeV, U06433; &£Zt S 
V-5, S76876 Wj^^§„ <BL, 4 )V7,\m.WiOmm £>ttT£ 0 , ft© 

V>T/1 =7 5 £ V £ 4 )VZ t (Paraayxovirid 
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(Paramyxovirinae) (l^fcf07^*JS (/^S^VCMJl'XM^'b 

(Pneumovirinae) (Xa-^7^ Jl/XW^tf^Xru-^^V 

A?$£7^;VX^<D^>^?^l'*(Sendai virus), -a-^yXJH 1 ) 
^JVT. (Newcastle disease virus), £fc^<)JMf7^ ;PX(Mumps virus), 
7 (Measles virus), RS7^;i/X (Respiratory syncytial virus), 4t3£7 
(rinderpest virus), ^f^- 1 )^ (distemper virus), D-)W^ 

<>7;i/x>if^^;i/x (SV5) , th/t7-07;px>if^>r^xi, 2, 

S^A-Tvlr&D, J;0»^U<»l/Xk o D^^;WXR (Respirovirus) (A°^ 
= #V7-f;V7sJR (Paramyxovirus) h^o) \z.m$%*J4 ^VXtfc^Cii 

hK74>7frx>ifV4)Vz>im (HPiv-i) , t hA°7-r>^;i/x>if^^;v 

(HPIV-3) , ^~>/^-r>7;PX>1f^^;^3M (BPIV-3) , -te>^-f^7 
^;^(Sendai virus; >7;kr>1fCM ;V7. lStfclMnS), 

^j:W;wi5-r>7;i/x>if^^;i/xioM (spiv-io) tt.Etf^$.nz>e *mw 
*><DU )V7s\*. jtf&w. m&fa $tm> ytfmttw. %*&A.*mzmmis 

ntzW££^&*l>T%^\ DI$i^ (J. Virol. 68, 8413-8417(1994)) 
£S?Srt & £ UT^ffl-T^ £ £ (") HA!) 

#A^^^-i^TffinT*5D, • msasfi^, DNA 

7i-X^fe75:Vifc8?)^^a)»^ (integration) &&il£>&^ 0 
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D. et al., Genes Cells 2, 457-466 (1997)) . *^H«JBSfSfl*» 
fc^V^^lc^§^AmW©^X^fe«A^^r--^>^©m#Ctt (flexibili 
ty) tti'ttRlO/'Jf SeV<£*— E\ ^3l8te : P*4kbK±»X^J 

fgT&9, fe^n.-^ h*#j6n-rsntK:«koT2a®K±©a^*lRl«FK:5g 

Hft*T©«ftfc£oTte33*;£ttTV>3 (Hurwitz, J. L. et ah, Vaccine 15 
: 533-540, 1997) . Mfc1WFr**«J*fcUT«T©2 j& rM&ft 

mizmshxmmtz^ ^yrjvmm^t/uiiommxmmLx^y). z 
h)\s%£<?z>* mt>Mmmmzmtf?x^z>» sev©i/yu 

ZSMtii) \zmm»Si&X&Z>Z.t%7*LX^2>o £7k, »JftR©*"e©<i9 • •» 

mmmummm^x & % zt ^ & > i«ief®^i»i^^ - £ 

tfjRSnWS (Moriya, C. et al., FEBS Lett. 425(1) 105-111 (1998); W000 
/70070) o 
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(RNP) T£oT£l>c RNPte, flAfcSBra© h 7>X7i^ya 
CR g fc « / ~if >/ W 7 U if- 5/ a i D lilit § d t \Z X 0 IVt 5 

rg^j mm^.(-)^RNA^>r;Px^^^-5&«^0^ 

#A-r^.-t©T^§ig±©ct^ma. $?£u>tB<rm, (-)w^k 
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Bite, •>^;^afeWy>^-i r >^tLT^fc^^LTV^ 0 &«fc^©0 
RFOISfctt, MDHKrE^KBS^O - ^SB^J(IiB^J) - te^W&EH (SE3D 
2>*#£U cnfcJ:D#M^©ORF*ri-l<-r*RNA*JSi|*©->^ hn>il^T 

e^©^^cklJ^Ag#©gmW^Slc:^^^^;^^eMT'^S N 

¥<DB&\z&mm (7b»j^w) §as£n-FLw&v^, a a wags 
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, P, M> F> HN, 43ctlA-jtfeW^tf e,n^)o TNP, P, F, HN, £<£tfL:«£ 

^ri, 5fc«fs$tt3. -mz, np«£TO rNjte^j iSIB$n 

VXMuV 4 frtt NP P/C/V M F HN - L 
ll^yVjfrZm NP PA M F HN (SH) L 

^E-k'U'^l/TJg NP P/C/V M F H - L 
mX-teKy^WOj )V7& (Paramyxoviridae) <DU7>¥uO J (Respir 
ovirus) \Zftmtsnz> J t>#-1 V 4 )V7,<D&±fcT<DmmiM<D : T-'!?<-7,0 
7^t7y3>f^(l NPa^tOViTtt M29343, M30202, M30203, M30204, 
M51331, M55565, M69046, X17218, Tik&rf-\Z-D^T\t M30202, M30203, M30204, 
M55565, M69046, X00583, X17007, X17008, Mit^?£OHT& D11446, K02742 
, M30202, M30203, M30204, M69046, U31956, X00584, X53056, Fitte^KlOViT 
& D00152, D11446, D17334, D17335, M30202, M30203, M30204, M69046, X00152 
, X02131, HNjt^KlOViTte D26475, M12397, M30202, M30203, M30204, M690 
46, X00586, X02808, X5613K Utfe^CO^Tte D00053, M30202, M30203, M30 
204, M69040, X00587, X58886£#BB©;s£o 
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f9#-5o £7^ ^B^^^ViT TDNAJ -«DNA&£tfr;fc$iDNA£^tr. 
P > M (7h'Ji/^7) , F (7^.-^3 » , HN (A7^f^>-y 
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©»&?«* * a - h r s»Gr?* j »s£#fcfc#& * tt&«£iwfifc«* * * - y 

©75>>lfeE8IKJu tf>f;K*S#©Em-©£in?fc<£'b, S^$n*C7>f;P 
X^^^-©«tt©*XK:*Jt5tStt*^^S©-€-ntH<fd i -tnK±^:6^ 

?UtJfc©lftK:» ^£ ^-©^-7 -f ;VX©$V b'-r§x>^n 

-^^S^©x>^o-7 , Se»^«T^$l§:?> ilt^ckO, fS©x 

fcSS*K:fcfc*!IRH:&^. fi&©^^^X©x>^P-7SS», 
tfzKJgttP^^-f^X (VSV) ©GMGH (VSV-G) ^f^ili^t^. #11 

^fi*T*^-f;^^©^>f^fc**t-«>x>^p-7'SeR*^tr">3.-- 
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tut. *mw\z&vz>(-)MMk*yj)vz^t7*-\z. M%-tf^??-iz&m? 
)i>Am&mz£%%>miWiZi&Tts&z>tcmz. i^tem©^^^^ 

g£]f|©lOT&3HNg&5lte, ^«^*^T^^»^^;^-> (hemagglut 
inin) f£&tS1 55-^— fe? (neuraminidase) Sttt©M#©ffitt*WTS*« 

, fl*«i^©»tt£8»5;i£#T!#nfcr, M*t©^;i^0££&£[6] 

Wai/fc h ©T* o T «k V> 0 0UL«SeV©7£ ir* U -I6f© lO^^V 

mm^yy^r^h-r^z.tiz^K), i&mMmz&nzmfc^m^mim 
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mznz>z.ttz<, vvxmom&zfttzsevommmmwizm&tz (Kato 

, A. et al., 1997, J. Virol. 71:7266-7272; Kato, A. et al., 1997, EMBO J. 
16:578-587; Curran, J. et al., W001/04272, EP1067179) <, Z\(DXofSMmit 
in vivo ££&ex vivo£W33t^SAJ^ 

m&\z\z, Wjj )vx^??-m\ziti&£te%i&&<nfe&%fefc : ¥Z&A&z>° 
sV7?-mk\z&^T\t, &^m&(Emnt&^m]&(s)m\t<D®tzE\z. 6© 

feWLOMMWL*%T%Un*nXt%Z.£tim$.h^ (Journal of Virology, Vo 
1. 67, No. 8, 1993, p. 4822-4830) . ^itfe^te, (M 
Pi\m. M, F, HN, fc^lMSft^) (Dfj*5^^/^fc«'#5t^A-r^ili^ 

iz&Qmm-rzz.ttfT^z (b^w-^ wooi/18223) . sfc> 
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3tw*NP3i^?©±aE (T-r«^fcfeViT«3'fi«) ^ftmm.&f-tmB^ 

V^o M\Z, WX®M&*%Tj7mRK<D5'1%\Z : &W : 3.E mQEMVtfrWf 

6 (D$mv'<)\>*fc < Wx. z> z. t tn&i&iiM e> £ a ki-s c: 1 1> 

late"?**. 

£wr, M^^;i'X^o^^;MgeKjte^©ViTnj;0 i b3 , #J{cE«$n 
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So 

©fcfct, flAfc^¥Bl!te6Mfc£bTT7 m#U*9-1*KIHE*l*3BI/BU MRNA 

^.«te^^^J03' JBK: gB9J»rS! U < A * 3 - h* ZltT&i*. Z.O U 
AfccfcDrEftCS' «*^t)m$n««k'5fr*;:t^#S (Hasan, M. K. et a 
1., J. Gen. Virol. 78: 2813-2820, 1997,' Kato, A. et al., 1997, EMBO J. 16 
: 578-587 ^Yo, D. et al., 1997, Genes Cells 2: 457-466) . 

M&mMm^*^%mfrmtt>¥^V4)l<7>^!7?~\Z, Hasan, M. K 
. et al., I. Gen. Virol. 78: 2813-2820, 1997, Kato, A. et al., 1997, EMBO 
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J. 16: 578-587 Rtf Yu, D. et al., 1997, Genes Cells 2: 457-466©|Em# 

wxo\z lt«^t s Z\ £#"T?#5. 

, NotiaM3[*^»l»*LT*< EttfifSl^. BW©3t£^l»fi- 
*PCRtC«tOiBe@JR'r«. 2^©77^V-©5'gB#OotI$&£#JnLT:j3< 

s n&&©*tefc»fc^©oRF t ^-©mas© 2 ^ ;px3te?-©0RF torn \zv-i-smm 
vimw^n^^o\z. •jy-cv-wzE-i-smm {$ntum*muz& 

fcffig© 2 eu:©* z var? h i/ < \tGCQ%&mczt££omm®M®.& 

%<Dm&M$£W3i^4m&s HKJ?2:l/<«ACTT) £31iRL. ^©3'fflfcNotI 

9 \z 6 ©«HR*;i»AfcR0itt*tftou * e> «©3' m\zmmomh 

ommn H >ATGfr & £ n^86T0RF©*?j25^ffl ^ ©SB?iJ L JBSR £T 
ftft©££fcG£fcttCfcfc*.fc"5 fcK0fM©cDNA*^»25iftS*a^br7. 
«7- KH^rtJf U =fDNA©3* 0)3iiQf?% C WfSU\ 

y rt-xw&timm mis' m& s ffit© 2 eil©* # k a? * i> < &gc 
G^cfctXGcc^£©Noti^agi5fi**©iaw^*n^vi4^ it!? * l< m 

CTT) £8ftU ^©3'#JfcNotlEmia5ffigcggccgcSr#linb, $ felc-fcCS' M\Z& 
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B-I-SE58S^tr*»W^PCMt«**©NotI»rW-©«&*« 6 ©ffif»fcfcS«k3 
&*$C«frT5 (V*b»3>3 r6©;i/-;V (rule of six) J ; Kolakofski, D. e 
t al., I. Virol. 72:891-899, 1998; Calain, P. and Roux, L. , J. Virol. 67: 
4822-4830, 1993; Calain, P. and Roux, L, J. Virol. 67: 4822-4830, 1993) 

' -CTTTCACCCT-3' (K?iJ## : 1) , lSB^J©ffiM^E^i> IF* K tt5" -AAfr-3\ 
EgH?!)©*^!!^ $f^L<«5 , -TTTTTCTTACTACGG-3' (E90## : 2) , $£> 
!C^©3 , fi!llcmM©cDNA|B^J0^3H>^e>^tic^T^25^1 : 9^0^«m 

£j&:*'J rfDNA©3' ©**BfcT*. 

»Sb<ttVent^U^7— tf (NEB) , «k W£b< «Pfo#D *7 
-if (Toyobo) £JB&vrffV», ii«l/feIWWfm*Notn?ffll'fbbfc«> 
K^#*-pBluescript©NotIl^fc#ATS. #e»nfcPCR»©ii»IB^J^^ 
-^i>D-t»iL, JEbl>E53©:77X5 FSBftl"*. ^57$^^ 
5i¥A»rfi-&NotIT?gjOHlU yyAcDNA&^tf^5^5 ^©NotlTOfc^D- 

;i/7cDNA^#^) C WZ!**. 

VTMmtZ>ZttfT*%Z> (Yu, D. et al., Genes Cells 2: 457-466, 1997; Ha 
san, N. K. et al., J. Gen. Virol. 78: 2813-2820, 1997) . SrfNotl 
$ijra-fe^Wr^>18bp©X^-it-lB^J (5'-(G)-CGGCCGCAGATCTTCACG-3') (fi 
5iJ#^: 3) 5rD-->^nfc"fe>^-ff -f/WX^/A'cDMA (pSeV(+)) © 
ij - ^-g^ iNS 6 H * 3 - H *T * 0RF t © H! K: if A U x JFF^ JWX © 
7>^VAit (antigenomic strand) *#©gEHH»U #if< JMSte&tt? 
h*pSeV18 + b (+)£#£> (Hasan, M. K. et al., 1997, J. General Virology 
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78: 2813-2820) „ 

QuikChange™ Site-Directed Mutagenesis Kit (Stratagene, La Jolla, CA) taE 

>h£@iKu h£<D±&y;j±cwk<Dm&^tm&-?z>z\t\z&t), mtm& 
mv. Mzm&&W£f£immm-m\z%m%mATz> zttfixsz. 
zMm&n®mft0&T%tzmn*zmmmzmm?%&ftTT^??-*nM& 

^^m^r^rzm^hrcm^m^(-)mMAu-(j^^^-(Dmm^m\z 

^^^-DNA^e»©^^;UX©S««^©^^f'JfflbTff 5 ( 
BHK&H97/16539#; ffllK&iB97/16538#; Dtirbin, A. P. et ah, 1997, Virol 
ogy 235: 323-332; Whelan, S. P. et tl., 1995, Proc. Natl. Acad. Sci. USA 
92: 8388-8392; Schnell. M. J. et al., 1994, EMBO J. 13: 4195-4203; Radeck 
e, F. et al., 1995, EMBO J. 14: 5773-5784; Lawson, N. D. et ah, Proc. Na 
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II. Acad. set. USA 92 : 4477-4481; Garcia, D. et al., .995, EMBO S. 14: 60 
87-6094: Kale A. el al.. 1 996 , Genes Cells 1: 569-579; Baron, M. D. and 
Barrel!, t, 1997, J. Virol. 71: 1265-1271; Bridge,, A. and Elliott, R. M 
•■ 1996, Proc. Natl. Acad. Sci. USA 93: 15400-15404) . C*i6©#j£t;;j;r> 

318. (b) »W**Mttiai^6»6ftJtr)^*^i> # _ $s . tt ^ (0 , 

TmommmtmmoKrtatnmK sm*»icffi«T**frTTS*t, 

. ^-DNA*S6»;SftfcRNAtt NP. L, * ZmSGntWmiittmilZL 
• S6CI8 (b) CS l >tiM D -y ffi! , smsitatte ^ w 

SW * t5 " **Wt*WTtt. IS (b) CWBMttM. rafo s3 
32t;*ft|i*nHTTff 3 L-K 
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s\)Vrt-M&"?%m2l£2>> ^W^y/A&^-HI-^DNA (^*-DNA) 
tot y/A0^i-xm (^^x^^MRNA) ZtcittcDttffiM (^7V7*itRN 
A) ^x^^MRNASfc«^©^m^n-F-r?>D 
NA£T77°D^-^-©T^£giii§$-t*\ T7 RNA #>J * 5— tfKJ; ORNAtcS^^ 

©tUTtt, |«©h7>X7x^>'3>ltMfflTf5. 09*. f& DOTMA ( 
Boehringer) , Superfect (QIAGEN #301305) * D0TAP, DOPE, D0SPER (Boehringe 
r #1811169) &£;&*W6n£o <X)t LXitM^tO >WL%)Vi'V&&m*1t h 

IttWtnS^ ^l^^ ! b^-^a©DNA^A?>^i:^e»nTV^^ (Graham 
, F. L. and Van Der Eb, J., 1973, Virology 52: 456; Wigler, M. and Silver 
stein, S., 1977, Cell 11 : 223) . Chen:feJ:tf0kaymfcJ:h5>;*7 7-8f&G> 
«»fll*fcWU 1) >*#S 2-4% C0 2 , 

35"C, 15~24B#!HK 2) DNA«it«««kD!S!tt©fe©*«Stt3&JiSE<» 3) fflmtitf* 
ODNA«ft^-20~30ittg/iilCDt€r«a«:a:«**#SnSta#UT^* (Chen, C 
. and Okayama, H., 1987, Mol. Cell. Biol. 7: 2745) , (DfiD^fStt, -iSWfc 
h7>^7x?i/3>tlbTVi5„ •S<^EAE-x=^7sb^> (Sigma #D-9885 
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M.W. 5X10 5 ) MWlZffimoWhM&tkrmML, h7>Z7^?i/3>ZftoJj 

^^&%tzmz>7UU*>*-)Nx.%Z\thX"%Z> (Calos, M. P., 1983, Pro 
c. Natl. Acad. Sci. USA 80: 3015) „ (B)©^j*««^?Lfetl^«tl§^T 

xnmoftMtifm, /vv^om, n& (issc^t^^ mm) ©us, 

AiZit, h7>X7x^y 3 >»?lLTl^, ftM\Z\$ Superfect Transfec 
tion Ragent (QIAGEN, Cat No. 301305) , £tz\t D0SPER Liposomal Transfecti 
on Reagent (Roche, Cat No. 1811169) #JBV>5tt5#, Z.tl^> izMM^tlfSi^ 

a 

cDNAfr - <Dnmmtmfc&) \z nmx mKo^\zhxno 

^'Mskm(FCS)^XZSm±^n (100 units/ml ^~ vU >G£<££Kl00/ig/ml Xh 

v? v ^ z^ftm'P&mmm (mem) *m ^TV^u&mmmLi-wi 

£70~80%3>:7;VX>H;:£3£Tlg«U &m$ lAig/ml psoralen (V^V 

^7^>-7^;i/XvTF7-3 (Fuerst, T. R. et al., Proc. Natl. Acad. Sci. 
USA 83: 8122-8126,1986, Kato, A. et al., Genes Cells 1: 569-579, 1996) £ 

'2 PFu/«T«£-£&o vy u><Dmmm#£mvmMmm\$n%.mm-rz>z\ 
trnx-zzo mmmrm, 2~6o#g, £Vft%L<m~2o / ig(Dm : ?]&j$mi)m 

T^fcaM^Lfem^Aiz:>^^^;i/^©yVARNA^3-H-r^DNA^, ^ 
)\>XWi(Dtkm\Z>&m.lS. b y >x \zft%?Z>0j)V7.W&n*^-?Z>7y* 5 F 
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(0.5~24/zg£>pGEM-N, 0. 5~12/ig©pGEM-P, &£Z*0. 5~24# g<Z)pGEM-L, it D 
ff£L<ttfl*tfljig0pGEK-N, 0.5^g©pGEHH\ &J;tfl /zg©pGEM-L) (Kato, 
A. et al., Genes Cells 1: 569-579, 1996) t&KlSuperfect (QIAGENlfc) 

-FTzztm^pz-ommt 2:1:2 tts^wsK, k*« 

, 0iJ;U£l~4/Ag<Z>pGEM-N, 0.5~2/zgtf)pGEAH\ &ckm~4Mg<Z>pGEM-LggTj§ 

00jLig/ml©U7 7>tr'» (Sigma) &tf~>h>->77kV5/K (AraC) > £0£F 
^L<«40^g/ml©>-h>'>r7kV'>H (AraC) (Sigma) (D^Sratnfiltjf^ 
©MEMT?ig*U ^^^-T^^^XlCi^ttfttt^ft^^t^fe, <^)W*£> 
®W$^tcT^>J;-5lC^JcD*Mm^^-r^ (Kato, A. et al., 1996, 
Genes Cells 1: 569-579) . b7>X7i^->3 >^^48-72W@^*^ 

SSLLC-MK2»fc F7>X7i^y 3 >LT, Ml^t^M^SSt©^^ 

y^^m^mmmznm-^^T^m 3-7 w&\z%mm*®mz>. 

RNP©h5>X:7x^>3>fct ^J^fiU^7x^ h7$ >WJ :f 

a4rOh7>X7x^^a>6tJ|*Jf!|fflT?€r* 0 fclAKt DOTMA (Roch 
e) , Superfect (QIAGEN #301305) , D0TAP, DOPE, D0SPER (Roche #1811169) 

t>T#S (Calos, M. P., 1983, Proc. Natl. Acad. Sci. USA 80: 3015) . 
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£ #5 iZ it, X >^ D - -fm e « S LLC-MK2TO & h^>7.7x^->3> 
£t>Ti*5 (H^W## WOOO/70055 & cfctf W000/70070#BS) „ ± 

mz. ^m^mvT^^o mm±m^rz\mm\z^n^ ^ )vx^mnm 

JmMMte&m)*Wfe-f%Zt\Z&r)8:l£1rZ>ZttfT*ZZ> a HAte Tendo-poin 
t (Kato, A. et al., 1996, Genes Cells 1: 569-579; Yonemitsu, Y. 

& Kaneda, Y. , Hemaggulu Una ting virus of Japan-liposome-mediated gene del 
ivery to vascular cells. Ed. by Baker AH. Molecular Biology of Vascular D 
iseases. Method in Molecular Medicine: Humana Press: pp. 295-306, 1999) 
ICfcD &5rr& ut^'TfS. ^AL#§T77ifU^7-if^'7^^XT^w;i/ 

Ts^^r^tcmz, n$ntcfcmm*wMMm mxuw m) lt, mm 
}z^n^Mm&m<D^tE(Di&r^rzmm^mmmzmm't^wy^mmxmm 

m^tirc^7^)VX(Dtim^ Mx.fcfCIU (Cell-Infected Unit) 
tfaMMMm®. (HA) om^-f £ ZtlZ^Q ifct-TS £ t J^TitS (W000/70O7O; Kat 
o, A. et ah, 1996, Genes Cells 1: 569-579; Yonemitsu, Y. & Kaneda, Y., H 
emaggulutinating virus of Japan-liposome-mediated gene delivery to vascul 
ar cells. Ed. by Baker AH. Molecular Biology of Vascular Diseases. Method 
in Molecular Medicine: Humana Press: pp. 295-306, 1999) „ GFP 
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£ttfT?%& (WO00/70070) . 

n t~c, ^(DW&nz^s^u-^z^tsmm&yj £ £ & 

vjfrz^f-zmwMmzmmz^ nmz&nzm&nvm&ofcytt 
&vfzvj)vz*##-<Dm&%mm\zm5£znTKz wmzm, (1993), r 

, pp. 153-172) . JUfrWKWu S«f5P*«*«fcAn9-12BM 37-38 

A, r^7^;^n^oh3-;pj , pp. 68- 

73, (1995)) o 

it, (a) K(-)«mi>Y;^k:**-r**^^^^«RNA*fctt*©ffi*i« ( 
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. #3BWfc*3tr>Tfct ftfclS (b) C*Jt*««*«p*«ftOTt?*0, *03 
<1> M^M(-) HRNA2 4 )V7>tfS AcMh&kXfm&ZfyXS. F©«i8 
NA£*£T5. iai^P©±»*«ttrF«E©^/ K-T3DNA£PCRKckDii 

<2> (-) «rna* w iizms zmmmtrz^w^-nmoftn 

t,^ \*<DMmm-)mmvj)vzmfe : P*Kr?mmv, ere dnau^ 

>tf if ic:<fc Q*^M&ViS3&l3ns &5 FpCALN 
dlw'CArai, T. et al., J. Virology 72, 1998, plll5-1121) ©in— h 
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*$&m^ZZ£iWg%>o LLC-MK2MS, 10%©MSLfcTM^^BJfil« 
(FBS) , ^n->U>G^hU^A 50#&/mK &£ZSXhV7h'?-(zs> 50#g/ml 
£ML£MEMT37'C, 5% C0 2 Ti§*T§o Cre DNAU 3 iffc«fc OMjtfe 

& (mammalian transfection kit (Stratagene)) \Z<kK). M%\<D'7u.hn—Mz 
fto TLLC-MK2ttCafi^SA^ff 5 . 

09x.fcf, lOcm^W-h^fflVi, 40%n>7;PX>h^T4WbfcLLC-MK2«{Cl 
lOj^gOM^^^X^ F^h7>X7i^">3>i, 10il©10% FBS^tfMEMJg 
m\ZX. 37 < CO5%C0 2 -f >^3.^-^-+T?24«fffl«S|-rS. 24P#HI&fcttlte 
£«/&*U lOilJ&HfefcSKiS^ 10ci">^-V5tt*ffl^ 5ml ltfc, 2ml 2ft, 0.2 
ml 2#fcfHN G418 (GIBCO-BRL) ^1200^g/ml^til0ml©10«FBS^tfMEMM 

\zxmm^m\ 2Bmzmm&mvu&t>. i4Bro#*u «w©£j£*ia 

**©Mft£fr5c »«»fc«kD4WbT#fcG418C»ttS**riBiatt^O--> 

•rsaafttt^-f^ttT******^^^** (im^io . corns, f 
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ft, mXii* 75 s y^-f^XAxCANCreft5WI6©*tt (Saito et tl.. Nucl. Aci 
ds Res. 23: 3816-3821 (1995); Arai, Let al., J. Virol. 72,1115-1121 (199 
8)) C«fcD, £?3;b<« moi=3 gflET?«*$*Tff 5. 

<3> Mttjjvxnmmmtmm 

U * 5 «RNP£g £T <hMA;W1-« t &#J&*"f £ C t fc<fc o T 

JW1-«I*IT, £VARNA£3fe^$-fr, N, P, £^lSS«©#£TT:RNP£fr 
S»IS it T *> «k l>. M^^M (- ) ^ 7 A cDNAfr & ©fi2Mfc* 7 

^^^-©HBfctt, AfrWfctt, (a) (-)^RNA«7^JWXfcE6*T?>, 

sis, ctofflji-rscit^T^s. *^0jic^^Ttt, ^tii (b) \z& 

b < «33t:^T, IfefftK «32'C Sfc«^n^TTrff 5 :Wlb 
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) rm^zmfcttm&mzfafr&znrzMMzxn (a) (c*5v^T^ffl-r§^ 

tt>"5J|gT*^). IS (a) T^££tl7cRNP£l@ (b) Offlli^A-r-5JC« 

, mz-texn (a) <7)«s^i!i^(Cci;0WL, -rn^xs (b) ommz 

5 h* S-OTO J: 5 bTLLC-MK2^B|g^ h7>X7x^->a >T&o T7 RNA# U * 
^-iflC^D^VARNAO^^fTM^^fc^ LLC-MK2 iifflJ&£5X10 6 cells/ 
dish T? lOOim ^hUJIll^^, 24R#Hig*^ l/>£:Sifcl&ftiil (365nm 
) T 20 #MSb7cT7 MA#U^7-i?£^1"3U3>H^>h7^>~7 
tf^Jl/T. (PLWUV-VacT7 : Fuerst, T.R. et al., Proc. Natl. Acad. Sci. USA 83 
, 8122-8126 (1986)) iZ^WC 1 P#M$i£-fr3 (moi=2) (moi=2~3, &M\Z\t 
moi=2^Vie.n-S) . V2is~Tt>>()\'7>^<»^WmM\Z\t. 
/VV^ZttfimffiZntz UV Stratalinker 2400 (#^0^#-5t 400676 (100V), 

Zhyf^-yft, La Jolla, CA, USA) £fflV>3. 3 lsI&i£LT#£>y 

yARNA^^T^y^X^ &cfc££NP> P, GliRWKMgaK 
#*>) £B5iT57^;*5 h*£0ptiMEM (GIBC0) Cllt, SuperFect transfect 
ion reagent (Ug DNA/5^1 <D SuperFect, QIAGEN) &XtlTM&V, MU~?\0 

ft?HtkWt&* M1fe&)lZZ% FBSSr^trOptiMEM ZnUzXtl, WtiiDtTlgtt 
3. &5l>«> ^VARNA^^I-^y^T.^ H, :fe£lPen-£*lN, P, L> F> & 
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<DMM\Zh7>Z7x9 M/tfc«fcK 7 7*2. KOftttfck MZ.UMIZ 6:2: 
1:2:2:2 ttZ>ZttfT?Z%tfzn\zm.fe2nti;^o 3 ~ 5 MM 

/ml (AraC, Sigma), hV7?s> 7.5jLtg/al (G1BC0) &^trtIEIIT?24~70ll$|SBMI 
T5o ££1?, $8.5X10 6 cells/dishabfcDlCMSaSr^^-r^illia (MA 
;W1— Jfflte) £3J1U 40/ig/mLO AraCM£7.5/zg/inL0Trypsin£^tfMEMTS 
fc2HM37 , CT«aiUT"bJ;^. nn&©aill&&IIIiKU h£0ptiMEM £ 

»t5 (10 7 cells/ ml) o m&mM* 3 ®mV&LTUQO feet ion reagent DO 
SPER (Roche) tU^h (10 6 cel 1 s/25 m 1 DOSPER) gST15#tfcBLfc^, ±Elr 
2U--y?Ltzm^)Vn-nmzY7>7.73L>7is3y (10 6 cells /well 1 
2-well-plate) U jfo?!t£^£&^MEM (40/zg/ml AraC, 7.5/ig/ml hU^>> 
^tr)Ti^*L (»*b<«{£ia-e) > ±m&®m-%o Z\(D£%, Lippofecti 
on reagent DOSPER f7>X7x^ya >St^tf>^l!D&U:: h7>77i 

i^ya >dtpIfgT^5c $ e»CF*5<t^/SfcMHaS^^bfc^^;i/7;A i 7 
'T-VA^e.F^^^/^fctSHNjt^^^^^ ^\;W\°-«irF^i;^ 

*&w<o%mz&n}t, ^wov-oixurp-fc. mxu 1x10 s cium 

£k±. 1fr£L<\t 1X10 6 CIU/mLm±, <£D$?;£L<« 5X10 6 CIUMSJU, ±0 
#£L<« 1X10 7 CIU/nL«±, <kD£?£b<te 5X10 7 CIU/mL£Ui, ^DSF^b 
<\Z 1X10 8 CIU/mLR±, £D£?;i;L<te 5X10 8 CIU/mL^±(D^ffiT^^ )VXM 

#*«krWI6fclB*©*S5fc:J;Oa3rrsc:i:*«Tf*S (Kiyotani, K. et al., Vi 
rology 177(1), 65-74 (1990); WOOO/70070) „ 

mtkMi-mmy* h^fj acdna^ frz^zf-zmmfc 

fcfr-fe, (a) (-)^RNA^^;VXlCi*T^>, lfit^?*^#cUfc^T->f^filR 
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&m zmttzmm (a;w\°-«> -ei^s-a-sxg, (t>> wmmt, m 

. (c) m**&IU^tt4to*Matt'*X8, (d) WAffitt«ftfi#K:fi9. 
^*-#£©58SfcJ:D4fc*&3tt*;fc:«K SWC*Bttb&oT«Sfe;&©a5# 

§te^t3ttiitnn -en^no^-f ^xate^sa^ ^- 

Jt^y J AIM Xififris < fc DIM X©*#v*ft#*^?£«*3r-f * - 

5. ^^;i/^»e^©^18fc:iO»«tt*^^c:n6©^^;^ttlHII&^ 

±©f'L6ri*&5. 
EJR Lfe (-) IRNA!)^ ^t; «#sK«k:itt**K:fcs «k 5 *«-r 3 n 
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$>z>zt&<B;?c mmm\z\t, nnmizmfttevj ft**?* 

< mo%& _h£ iSfeSutlCiD *B1-* £ t *ST?€T 5. (-) «RNA# * © * 

HSHtX^5 t ;i'MV»*^rtt (#&U§62-30752-Jf&38, #&Ug6 2-338 79^-& 
*<fctf#&BH62-30753^g) % *<fctf73-*8BtS#£»43«kaV3;fc« 
^0»»«ffc«SfS^«^rj* (WO97/32010) t3^T?#S. 

*OM*nfc^^;^^^-©atW?&«^©ftffiiLTW:, its (in vivo 
) IStSfc^Sfc&^K, HQS (ex vivo) K#fc±*»fi^3B£©lvni©#j£ 

1f^A&£©gfift£:3-l«LfcVuRKTfcoTt>,m 
*^W0^^J:OI83t$n^:(-)^RNA'>^;^^^^-^ &Mk:jfcDTl£ 

^f^^^-$^S^7K-^';>^W^S^7K (PBS) fc£T3£IS&#LTffl. 
3rX hn— x**«^©fi#*fettiiflc&'g'A/TViT'bJ;V>. ^tomz 
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mum* mmm, &mm&m, %mm, ^mim^^nx^T^^ 
mm, &mm** mi. ®*m. ®* 

^-*«$f^L,<«^10 5 CIU/ml^e»^10"CIU/ml, «fc D$F£L < teltllO 7 CIU/ml 
^£>$H0 s CIU/ml, 3lt>$f^.L<^lX10 8 CIU/ml^e.^5X10 8 CIU/ilCD^fflf*g 
0****±«pTIB&fi#+Ttt*T*C i3Wff*bK t Mc*V>T« 1 HI 
^fcD(D&«« 2X10 5 CIU~ 2X10 10 CID#»£L<, 

tt, bK V)W v^x, £+J-^ kys?, ^3fc££*t0ift?L 

m 3 tt, SeY18+/AF-GFP&W*SeV18+/MtsHNts AF-GFP£Fgfi£#gjgg^r* 
mm (LLC-MK2/F7/A) fcffiffeU 32 < C&tf37*CT 6 BM««ftO(7P»9^TM 
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04 14, SeV-?m&*Wmm*?ZM® (LLC-MK2/F7/A) tCOV^T, 32t:#V>tt 

blotting^)£*Wtc«Slbit»*S*-r^ET*5. 

B5«, LLC-MK2MHSeV18+GFP, SeVl 8+/ A F-GFP^c V * JiSeV 1 8+/M t sHN t s A F-G 
FPfcm.o.i. 3T«SfcU2'C, 37 < C^^«38'CT'ig«L 3 S^OGFP^^T^ 

06 fit, LLC-MK2«tSeVl8+GFP, SeV18+/AF-GFPl£^fi£SeV18+/MtsHNts AF-G 
FP^m.o. i.3TrS^L32 £ C, 37 t C^li«38^T^*L^W^>7°U >^ (m^p 

07ft, LLC-MK2jffl«lfc:SeV18+GFP, SeV18+/AF-GFP^V^iSeV18+/MtsHNts AF-G 
FP&i.o.i.3T?«!feU 37 < CTig«2B^©ig*±?»R»flg^lHlJRUT, 1 lane 
S96well plate#*lwell#©l/10ffiiS**fflVvr, &M&#£fiJ/gb£Wester 
n-blot t ingles Dsfc&fc, MWitVj nr7>W*-7-4 9)V (VLP) IHOlHEfio 

0 8 fit, LLC-MK2iJjjg{CSeV18+SEAP/AF-GFP^V^4SeV18+SEAP/MtsHNts AF-GFP 
£n.o.i.3T?SffeU «H12, 18, 24, 50, 120^P^(^>7 P U >^Lfcig«± 

09 fit, LLC-MK2«(CSeV18+SEAP/AF-GFP^V^4SeV18+SEAP/MtsHNts AF-GFP 
*i.o.l.3T«!feU ig«24, 50, 120»M«fcU'>^ , U >^L7c«±* <Z)HAM 

LLC-MK2«tCSeV18+SEAP/AF-GFP^VittSeV18+SEAP/MtsHNtsAF-GF 
P£m.o. i.3TT*»U i§*5B^dt>^U >^Lfc«ft±»fcOViT»^^^ 
^XSEHXU 1 laneSD6well plate^lwell^©l/10ffiS»$fflViT, #[M 
Lfc Western-blot ting(C«fc QMtcyj 2 ;i/*£^f 
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HUH LLC-MK2, BEAS-2B^^ttCV-l«iC SeV18+ /AF-GFP&V»ttSeV18+/ 
MtsHNts AF-GFP^m. o. i. 0.01, 0.03, 0.1, 0.3, 1, 3, lOXS&U Jh»*^* 

H12(i, LLC-MK2JffliafcSeV18+GFP, SeVl 8+/ AF-GFP^S ttSeVl 8+/Mt sHNt s A 
F-GFP£m.o.i. lXJi&U 32*0, 37 < «W3;38 < CX^U iS*2 BtUcSaffii 

@13fl A-10«{CSeV18+SEAP/AF-GFP^cVi«SeV18+SEAP/MtsHNtsAF-GFP^ 

m.o.i. 1 X»U MVik^miX:x*%mL. %m\Bmzmifcw&&tf$M$i 

#*mmvT%&Pk&*m\ &m&v-*?-mmm*mmvxmmLtz.m&R 

01 411 A-10SHJjgtSeV18+SEAP/AF-GFP^Vi«SeV18+SEAP/MtsHNtsAF-GFP^ 
m.o.i. 1 X«U 32<Cilfc^«37"CXig«U #*2BffeK:t^#*«fctf»ifflNSi 

#&mMvx%mk&&ff^ #Mjsu-4?-mum*mmLxmmbtzm&R 
Hiss, MMas^Me©«i^^ffitcR«t-^/j^«^^©M^^ 

-T^XX&S. A-10MtSeV18+SEAP/MtsBNtsAF-GFPS:m.o. i. 1 X«3fcU it 
^t^/hW^KS'&^"eSS3;l/k9 1 > (colchicine) ^fciruHi^ K (col 
cemide) *mmm ImM \Zts.%£5 fcSSJDU 32t:XJ§*L£ 0 i§*2B^£#LM 

tW-MX&Zo A-10«^SeV18+/AF-GFP^c^«SeV18+/MtsHNtsAF-GFP^m.o. i. 
1 XiiffcU m&\zm^<DMmGfmx%Z> colchicine£Higg ImM left 
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mi sit. ?&&mnfc?\z&mz^?%?K&mev*m%z^rcnffi.frt>£> 

Vj)VXVm.fo*m^t^m*m'WZhZ>> rdFj &SeV18+/AF-GFP, rp86 
J teSeV18+/P86Lmut « AF-GFP, Tpsilj «SeV18+/P511Lmut • AF-GFP 

^fc^-rSTf&So TP86J «SeV18+/P86Lmut • AF-GFP, TP511J teSeV18+/P511 
Lmut • AF-GFP, TDFj ttSeVl 8+/ AF-GFP £^*T. 

ttS^Ait^ (GFP) *56a-r*tHJft»©IE<b**-rH*C**. Tp86j teSeV18 
+/P86Lmut • AF-GFP, Tpsilj teSeV18+/P5 11 Limit • AF-GFP, TdFj &SeV18+/A 
F-GFP £ST„ 

(GFP) OjgS*St?KT?*5. TP86J «SeV18VP86Lmut • A 
F-GFP, TP511J &SeV18+/P5 11 Limit • AF-GFP, TAFj &SeV18+/AF-GFP, 

02 2ts, p^imae^icSEs^-rsF^iiseY&^ixLfeaiaic^Jt* 
txtfif (seap) <D%&u^)v<Dmm&*™?m-t?&% B tncj 

A£frfr&«1feftM, TdFj &SeV18+SEAP/AF-GFP, r P 86j teSeVl 8+SEAP/P86 
Lmut • AF-GFP, Wlj &SeVl8+SEAP/P511Lmut • AF-GFP 

02 3te, P*J;tW.3t^K:3Bai*Wr*F**aSeV (SEAPJtWS&RS) © 
»>-f;^2*ftttlSSI^fc<g**^"fH'r*5. TdFj «SeV18+SEAP/AF-GFP, r 
P86J teSeV18+SEAP/P86Lmut • AF-GFP, r P 511j teSeV18+SEAP/P511Lmut • AF-GF 
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p *a-r. 

nmmm&*m'<tc%i$kZ*?m't&Zo rdF+SEAPj «SeV18+SEAP/ AF-GFP, r 
P86+SEAPJ «SeV18+SEAP/P86Lmut • AF-GFP, r P 511+SEAPj teSeV18+SEAP/P511Lm 
tit • AF-GFP £^fo 

02 6«, M/HN*^fcW«gtt£J*» PAJt^fc*Jl**rr*Ffc*aiSeV 

©•>>f;^2*tta*iKfc«f***1-HT?*S. TdFj &SeV18+/AF-GFP, rts 
J «SeV18+/MtsHNts AF-GFP, Tts+86j teSeV18+/MtsHNts P86Lmut • AF-GFP, 
rts+511 J teSeV18+/MtsHNts P511Lmut • AF-GFP 

©iBJI6l»#tt*W^fc»**^THTf**. r dFj «SeV18+/AF-GFP, Ttsj ttS 
eV18+/MtsHNts AF-GFP, l"ts+86j «SeV18+/MtsHNts P86Lmut • AF-GFP, rts+5 
11J «SeV18+/MtsHNts P511Lmut • AF-GFP 
H2 9& M/HN«£^£i§J£Sgtl^ll, P/L*fc*fc»& : rr*F*$cMSeV 

hZ> a TdFj teSeV18+SEAP/ AF-GFP, I"ts+86J teSeV18+SEAP/MtsHNts P86Lmut • 
AF-GFP, rts+511J &SeV18+SEAP/MtsHNts P511Lmut • AF-GFP £*T. 

j &SeV18+SEAP/ AF-GFP, FdF/ts+P86Lj &SeV18+SEAP/MtsHNts P86Lmut • AF-G 
FP, rdF/ts+P511Lj &SeV18+SEAP/MtsHNts P511Lmut • AF-GFP Sr^fc 

03 1H, EGFPafi : P*Wt , *M^*l!SeVyyAcDNAO«lfRX+-A**TBI 
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0 3 2 ?%xfmk%Msev5 t ; AcDNA©mtg**-££^T 0T&3o 

03 5te, £D-->^LfcM (&tfF) g6£f§Sf£ST3«£O^T, Cre 
DNAU3>ti^— fc'^S-rSffi^m^yxy^;!^ (AcCANCre) £^1^ W 
es tern-bl o 1 1 ingfc &Z>mX®W& ®¥««fc381BJfc«£3Kt"^*'e**. 

03 6&, AjW1HSfflJ& (LLC-MK2/F7/M) ^D->fl8W«62^ffiV^M^S 
SeV (SeV18+/AM-GFP) ©£*;i/*fl*J&£jS1"«T!**. 

03 7«, SeV18VAM-GFP©^;P7 > £gtt (CIUi:HAU0^«) Sitl 

03 8«, SeV18+/AM-GFP©t*U^>*©aeTmig«©^©RT-PCR©^ 

03 9te, SeV18+/AM-GFP©C7-r;i/X«ii^e©^>e>5lK1"^^t^ LL 
C-MK2«lC^^©«RtX«*±«4 3 © w fco ViTWes t ern-b 1 o 1 1 i 
ng£ff K SeVl 8+GFPK.tfSeVl 8+/ A F-GFP t <D J±i£fc&3l lit * 3 » 

04 Ote, SeV18+/AM-GFPWSeV18+/AF-GFP^LLC-MK2^M#±^*©C7 
^;i/7,A*me©^SW d&^^JSf^SbTWestern-blotting) 

tiiSeVtfift (DN-1) 

i4 1ft SeV18+/AM-GFP^V^iSeV18+/AF-GFP&LLC-MK2(Cm. o. i. 3T^U 
, MTOtl5lJRLfclg*±?f+©HA^tt$r^T0T$^o 
04 2 SeV18+/AM-GFP^V^iSeV18+/AF-GFP$rLLC-MK2fcm. o. i. 3T^L 

04 3 WU SeV18+/AM-GFP^cV^iSeV18+/AF-GFP$rLLC-MK2lCi. o. i. 3T^U 
, Wk5 Bmz®WVtz%m±m\Z-O^T, ^^y^U^V-A (Dosper) 
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04 4te, m&»X9zMSeV (SeV18+/AMAF-GFP) ©9 >i )\,7MmfiL*7fC?n 

umSFM^m&M (LLC-MK2/F7/M62/A) fcSeV18+/AM-GFPifcW3:SeV 
18+/AF-GFP£^3feU !i$fe3 BW5 B&©B^1^fc£w'f5?*Ti&*. 
134 6 fck zeocina^T-*-&l*o, M*fc«Tjt^©lf$58£^*--© 

05 OH, B/F^^SeV©y/A«KgSRT-PCRfcJ:t)aiBLfcilS*S*T¥* 
Tf**. TdFj ttSeV18+/AF-GFP, TdMj teSeV18+/AM-GFP, TdMdFj ttSeV18+/ 
AMAF-GFP 

0 5 2tt> M/FX^SeY^SAbfctt^S©^^ ;i*2Jfcfttti©ir«SSHAi£tt 

05 3tt, M/F^SSeVS:^Ab»lia^^©^^^2^ai©W«l^ 
±*© h7>X7i^ya>}:«i;9 SKfett***? - * 3 . 
05 4fct M/F^^MSeV*J:r^^^SeV©^JH&K»»iaiJI&^©«»!ffi%»l 

0 5 5te, M/F^SSeV43J;tAl^MSeY©X^XSjr^©-r>e^#^ 
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©*A*^©^£**rweas. 

fctSSftw-THT?**. r#Joj tttt»tt*»ofcSeV (SeV18+GFP) , TdFj ttS 
eV18+/AF-GFP, TdMj ttSeV18+/AM-GFP, IdMdFj teSeV18+/AMAF-GFP Sr^T 

o 

TIBS«OiaJISStt3ESSAF^aSeV^y AcDNA©»fg©^*-ASH 1 
F^MtCEGFPjtCT SS?«UfcF^S-fe>^'T 2>f ;i*£*$V 
AcDNA (pSeV18+/AF-GFP:Li, H.-0. et al., J. Virology 74, 6564-6569 (200 
0), WOOO/70070) £NaeIT*mbU lfil^PS^tr»fjt (4922bp) £7#n-X« 
flBMftT?4Mi, Ra*f*;t>l«ft«DHlU QIAEXII Gel Extraction System (QI 
AGEN, Bothell, WA) TtsliRU pBluescript II (Stratagene, La lolla, CA) © 
EcoRVlM MCU-^D— — >^bfc (pBlueNaelfrg-AFGFP©^) . ffil^ 
©filtJiStt3Ea#Attil©pBlneNaelfrg-AFGFP±T, QuikChange™ Site-Direc 
ted Mutagenesis Kit (Stratagene, La Jolla, CA) ^fiJfflL/TKitlClB^©^ 
tfcTfr^t M»e^±^©»^A©ffi^fiKondoe>«^bTV^Cl. 151 
strain (Kondo, T. et al., J. Biol. Chem. 268: 21924-21930 (1993)) (DMM 
£5pJfl!U G69E, T116ARIX A183SO3«0f©**«A*ff ofc. IIlAI:Sffl 
l/fc-oJ&t'J :3©i5?»Jteu G69E (5'-gaaacaaacaaccaatctagagagcgtatctgacttgac- 
3VIE^J#^- : 4, 5'-gtcaagtcagatacgctctctagattggttgtttgtttc-3'/i2^J#-^ 

: 5) , T116A (5'-attacggtgaggagggctgttcgagcaggag-3'/l5^J#^: 6, 5'-ct 
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cctgctcgaacagccctcctcaccgtaat-3V@E^J#-^ : 7) RZf A183S (5'-ggggcaatca 
ccatatccaagatcccaaagacc-3'/§B3^J#^- : 8, 5' -ggtctttgggatcttggat&tggigatU 
gcccc-3'/S?SS#: 9) X-%Z>o 
Mmfc?±lz 3 ©BfCD^S^t* SpBlueNaelfrg-AFGFP^Sall-rmtoaLIT 

Bftffifc%ft\<\ mmfrf-^tsyyV^yy (2644t>p) &i§FJKLfc. -^tps 

eV18VAF-GFP£ApaLlMeITMLTM»fc^£^ty|§rfr (6287bp) *@JRU 
£0 2ffi<Z)®rJt£Litiiius38 (New England Biolabs, Beverly, MA) ©Sall/Nhel-tf- 
-f Y\zV7>7U--y!fLfz (LitmusSall/Nhelfrg-MtsAFGFPCD^) . HNitte 
Hp^CD IllglSji A« £ ©L i tmusSa 1 1/Nhe Ifrg-Mts A FGFP±T> Mil 
(D^S^APtiTOKQuikChange™ Site-Directed Mutagenesis Kit£ftjfflbTKi 
t l£f2i!©#&lcfe Tff ^ fc. HNa^?±^©^MSA©M«ThompsonS^# 
&bTU£ts271 strain (Thompson, S.D. et al., Virology 160: 1-8 (1987)) 

(Dwm*mm\s. kim, G264Rs.m46iG©3@m©^s¥A^frofcc 

IC^fflLfc^^'J 3(Dmm$, A262T/G264R (5'-catgctctgtggtgacaacccggacta 
ggggttatca-3' /lE^INr : 1 0, 5'-tgataacccctagtccgggttgtcaccacagagcatg-3 
V@B^i#-^: 11) , TkX$ K461G (5'-cttgtctagaccaggaaatgaagagtgcaattggtac 
aata-3'/@3#l## : 1 2, 5'-tattgtaccaattgcactcttcatttcctggtctagacaag-3' 
/IBWf: 13) T&So ^@^ViOT3te^©^^A^fJ^©^^^ 
~±Tfxo£^\ pSeV18+/AF-GFP^SalI/NhelT?mh:L#e>n^MRtMjieT* 
^$}?7{f*>h (mm) £Litmus38©SalI/NheIlM HC1f:/£D-->^L 
T#^n5^7^$b* (LitmusSall/Nhelfrg-AFGFP) £fiJfflt,T,' M&.OM& 
^<Z)^^^A-r^^<h«pI^T^5„ C©=t5i'bTJIi«^A^ffVi 
, Mjt€^±^'3®Rff, HNS^±{l3ra©ff6©^Ofi«S«^^^AL 
(LitmusSall/Nhelfrg-MtsHNtsAFGFP©^) c 
L i tmusSa 1 1/Nhe I f rg-M t sHN t s A FGFP £Sa 1 1/Nhe I X*ffiit bT® JR b 7 ^ if * > 
h (8931bp) t. tfcpSeV18+/AF-GFP^SalI/Nhen?^btT[HlHXLfcMRt^IN^ 
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lfi?mfl:V>77^>h (8294bp) Zy-ttf-zsm >LX, MRtfBNJtCT 
>nK?>()VZ£&¥S&cJM ( P SeV18+/MtsHNtsAF-GFP) SfllSibfc (02) 

o 

EAP) 3tfi^&»«UfccDNA©»f6'feffofc. BPS* SEAP»fe^©TSSE^^Jhv^ 
^lHt-ffiKJll-MSfe^^^S^t-SSEAPWn- (W000/70070) £Notn?«JOffll> 
(1638bp) , mSmm^m^L-nmh. P SeV18+/AF-GFPRtfpSeV18+/MtsHNtsA 
F-GFP©NotIit-<f(cm^^^o -tn^tU P SeV18+SEAP/AF-GFPRtfpSeV18+SE 
AP/MtsHNtsAF-GFPtbfc (02) . 

V4)\,*<jy&mm&V\Z><Dm. J & (Li, H.-0. et al., J. Virology 74. 6564-65 
69 (2000), WOOO/70070) fcfeTfrofCo F*fc!BT?*S©^F5a©'vn'/t-»l 

WS. SlSr>XxAteCre DNA U □ >K1—' £ fc«k DJtfc^tt 
5 «fc5fc«fh£n&:/7X5 KpCALNdLw (Arai, T. et al., J. Virol. 72: 111 
5-H21 (1988)) &mmi<tcb<D1?&y), Piy^XS h'©h7>77^—"7>M^ 
Cre DNAUn>lf7"— fe*^ST5»mA7'5 ; y'5^^ (AxCANCre) ^rSaito 
£©#& (Saito, I. et al., Nucl. Acid. Res. 23, 3816-3821 (1995), Arai, 
T. et al., I. Virol. 72, 1115-1121 (1998)) TZmWtttTW Afcte^ £fi&Si£ 
-fr£„ SeV-FSa©*^ F3te?ft^rr*rah5>X7*-T>HBJ»ftLLC-4B2 

X10 6 eel ls/dishTl 00mm© ->^— V\Zffi%. 24I^Mftitft» (psoralen 
) (365nm) T?20^TOSbfeT7*U £§8SiT5 U 3 
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•f>h x 7>7*s~7Vj)\'Z (PLWUV-VacT7 :Fuerst, T.R. et al., Proc. Natl. A 
cad. Sci. USA 83, 8122-8126 (1986)) 1 IMW«fc£'fr& (n.o.i.2) . 

mm%fa%Z^£te^Vmr*m$Vrc&, r/9*5HpSeV18+/MtsHNtsAF-GFP, PG 
BM/NP, pGEM/P, pGEM/L&tfpGEM/F-HN (Kato, A. et al., Genes Cells 1, 569-5 
79 (1996)) ttn^tlUiig, 4jug, lug, 4MgR^4Mg/dish0»Jt-eOpti-ME 
M (Gibco-BRL, Rockville, MD) Mb, 1 p.g DNA/5/iL*|^<DSuperFect tran 
sfection reagent (Qiagen, Bothell, WA) £XnT*g-&U m&rCl5ftmnW& 
. m.%£$flZ.2% FBS£^trOpti-MEM 3mLl;:AtU «{C»bTi§#bfc. 5Bf^ig 
*t£l&l?S£^i:&^MEMT2lHl&#U 40/ig/mL© Cytosine /3-D-arabinofurano 
side (AraC: Sigma, St. Louis, MO) TkXfl. 5//g/mL<DTrypsin (Gibco-BRL, Rock 
ville, MD) *^tTMEMT?»*Ufc. 24151188*11, 8.5X10 6 eel ls/dish&fc D 
fcFSe*J*H!58S"r*aiJfi (LLC-MK2/F7/A:Li, H.-O. et al., J. Virology 74 
. 6564-6569 (2000), WO00/70O70) SrftJIU 40wg/mL© AraCRtf7. 5/ig/mL©T 
rypsin*#trMEin?Hfc2Biai37 , CT?«SIUfc (PO) „ zn<Z><Dmfa£®W.V. ^ 
h£2nL/dish&&0© Opti-MEMtcMLfc. 3 mmQMZLtc 

7-fi?-h^-?"©^*LLC-MK2/F7/Aic:h7>X7x^'>3>U 40/ig/nL© 
AraCRm.5Mg/mL©Trypsin^^jfii^^t^ViMEM^Vi32 t CTi§*bfc (PI 

) o 5-7 B^m±m(D~m^tD. mrzizmn^rcLic-mim/kizmm^ 

, H40^g/mL© AraCRtf7.5^g/iLOTrypsinS < &*Jllltll^*^^MEMSffl^32 
*CT«*Lfc (P2) . 3~5 BftfcUfffcfcll»UfcLLC-lK2/P7/Afc«fla(llft*"a- 
, 7.5Mg/ni©Trypsin©^^^.jfii^^^?5:ViMEM^ffl^32 < Cl?3~5 STO* 
Lfc (P3) . ®JRbfc*«J:fllK:»«lJI!K:**«k5K:BSAS»JDb-80lCfcTft 

£ (DX&VWim Ltc&Vj )l>Z®m<D?-1 9 - teSeVl 8+/ A F-GFP, SeVl 8+/Mt sH 
NtsAF-GFP, SeV18+SEAP/AF-GFPRrXSeV18+SEAP/MtsHNtsAF-GFPT^n^n, 3 
X 10 8 , 7X10 7 , 1.8X 10 8 S:UC8.9X10 7 GFP-ClU/mL (GFP-CIUtf>5tg«W000/70070 
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£Cft) Tfcofc. nn6©^-f^-*IWtr*K» SeVm/AF-GPP»rtteVl8+/ 
MtsHNtsAF-GFPfcOViT, F«afcJftK38S«*M8 (LLC-MK2/F7/A) &:«»£© 
y 5 _^^^ 0 ^32«CRtX37 c CT*m^L,fco ASH 6 Bfc©¥*£B3fcwbfc 
SeV18+/MtsHNtsAF-GFP«32 e C-e«25?>g«^^-^©Ji:^ , 3*^^^© <D37 

fc£>f JU*#3213T?©£*J&*&V> (Kondo, T. et al., J. Biol. Chen. 268: 219 
24-21930 (1993), Thompson, S.D. et al., Virology 160: 1-8 (1987)) Ht* 

32 e c-e^^;i'XS«^w±#-r^iiSiL,T2^#^e»n§o *1\ 

~>-7^ ;WX©*«ft«i«!T**fc»bT^*AraCfcJ;*iMWtt*«, 32"C 

T©^*©^«iM$nTVi5t#x.&ns«^?>. «*&#©&#*?*** 4 

Oitig/mL© AraC3&m. 5Mg/mL©Trypsin^*Jfll?f ^*^^MEMSfflViTLLC-MK 
2/F7/A&**Lfc»^ 37 < C-eft3-4B^TiiE^gBai^«^®^tltJ*mfc« 

^iWljt$tW^. te3B:ta«6»©A<av^tt*!»ttlfU*>W« 

n*fc#*.S*l^ 2*i^32^T'i§*L^^C«LLC-MK2/F7/At^^^>FSfi 

onmmmnT^%$x3b%> m&mnm-rzm®. (llc-mk2/f7/a) * 

6 well^-MC10» FBS&^tlMEMT3>7;WX>MC^S*WCT«ll^ 7 
.5/ig/iL0Trypsin^^Jfilti^^^^V«lltt^U32 < C^Vi»37 < CTr^«b, 
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) £f iJfflbfcWes tern-blot ting£f? o ZfV, ,«ft©F^efl£¥£»$£#i#r 

, 32 < cT»^<ife8 ummmBommmft-znTWc (gi4) 0 £©&#* 

±|EWes tern-blot tingTOT©^Tfro7Cc 6 weli:/L— h©lweIl^£>tHjiK 
LfcM£-80t:T^«#^ lx«^bfcSDS-PAGE^-y->y;i//\ T ^7T- (Re 
d Loading Buffer Pack; New England Biolabs, Beverly, MA) 100/*LT^U 
98*01: lO^relin^LTCo gfrfl. ±«flOtfL£SDS-PAGE$*;i' (t;P^JH0/20 ; D 
aiichi Pure Chemicals Co.,Ltd, Tokyo, Japan) \ZU— KLfco 15mMT2.5W 
PVDFM (Immobilon PVDF transfer membrane; Millipore, Bedford, MA 

) fc-ks F7imzTmrahTimm&&Ltzo fmm*7uy*>>fmm (bioc 

k Ace; Snow Brand Milk Products Co., Ltd, Sapporo, Japan) 1 P#TO± 
ftllLfcfc, 10% Block Ace*^fiffK#*l/1000$*aSJnbfc— 
«U ^T-lftiWlUfc. 0.05* Tween20£^t?TBS (TBST) T30, H1CTBST3 
10* Block Ace£^HRP£^bfc^v£;UgGHgM£i# (Goat F 
(ab')2 Anti-Mouse IgG+IgM, HRP; BioSource Int., Camarillo, CA) £1/5000^ 
KJlDL^TOitlL, M*ClP»IM»Lfc. TBSTTf3@, TBST3® 

(ECL western blotting detection reagents; Amersham 
Pharmacia bio tech, Uppsala, Sweden) \z£.?)%kiijVfzo 

[M0II4] mU&£^^XV4)lX<D2^W&f-fe& (HA assay, Wes 
tern-Blotting) 

SeV18+/AF-GFP, SeV18+/MtsHNts AF-GFPi&Cx £T©#>r;i^gfi£Wf 5 
g SISSTNo 1 1 fcGFPJte* £ ^©TSE fcHJh *s ^;iHrt6KM-IM6'> ^ 
^*WT*GFP»fH- (780bp) &&«bfcSeV (SeV18+GFP : IH 2) &JBVVTJfc«iE 
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6well vlHelZ&^TuyyjVJLyblzmMZ&rcLlC-NKZMmiZ. 3X10 7 CIU/ 
®L<D&V4)V7>®mZlweU&rcK>l00iiL&WjjQVT (m.o.i.3) 1|»L, M 
EMT'$fe*tH^ lwella&feDM©jfil?S^^^ViMEM^JnLT32 < C, 37 < CW38 C C 

^^m^TTGFP^O^^ffofcmsa©^^;^*^, ££3213, 37t) 

ftZt^m-Ztltc (05) o 

2^ai^«#«M*«tt (HA«) Tr^MU Katoe,©^ (Kato, A. 
et al., Genes Cell 1, 569-579 (1996)) ) fcfflteTfrofc. iP*>, 2LJg©96ft 
^-r;^«*gie«lfcPBST?f&RU#¥ell 50 W L©2{g#^ 
?9*f^»bfc. ^©50wLlCl*^fcPBST#^bfc-7 HJ&#Jfo. (3XtA'< 

Tokyo, Japan) sotfL&a&u Ax:xnmmnmvmismomm^mmv, m 

tc a Sfc, 1HAU£1X10 6 O^JVXtmWhX, V4)V*WCZi&th1t (H6) . Se 
VI 8+/Mt sHN t s A F-GFPl? 2 JfclfettJtt^^ D4*i>U, 37 < CTSeV18+/AF-GFP<Dif§ 
l/10«^LW3£«£tl£. SeV18+/MtsHNtsAF-GFPte, 32'CTffc^ 

mv>WL&fr 2 Jfcttma^ ©Jg*t bT, Western-Blott ingle <£3£»£fr 
ofco ±fB<hHi;=ta {CLLC-MK2M^m.o. i. 3T^^> B£K:J&*±*!t 
fcMIBSiaJRU «*±»tt48,000gT45^fS^b^-f;^Sa&lHlJRl/fc. SD 
S-PAGE^, Western-Blotting£frK ttMft#T?lftfflbfc. Jfip^#«*r:fc fcWtt 
b&3|?U^n— SeV-M^eK©l-13 (MADIYRFPKFSYE+Cys/IH^J 
#*t: 1 4) , 23-35 (LRTGPDKKAIPH+Cys/IB?!l#^ : 15) 336-348 (Cys+ 
NWAKNIGRIRKL/E^J#^ : 16) (D&l&ltt K£ 3ifij&&LT&aELfc£-iM £ 
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Mffifr ZmmistchO-e&Z. Wes t ern-B 1 o 1 1 i ng&H»J 3 fcEfcCySFSrefx to 

(Anti-rabbit IgG (Goat) H+L conj.; ICN P. , Aurola, OH) «l/5000§Mfc^ 

Rlxfcfe©*«fflbfc. SeV18+/MtsHNtsAF-GFPTte\ «<f ICfciMgfij^igS 

fc*<5858UTVi«©K:»Lvirusoa6**t»^LT*D (0 7) , Western-Bl 
ot t ing©=£&£ cfcoTfe, %mV*)VZ izMtoX 2 bTV^C 

[£S«5] mSaSttlES^IA^-f^COflfttae^eM (SEAP assay) 
SeVl 8+/M t sHNt s A F-GFP fccfe V>T 2 JfcSfcttitt bTH«#, £ l*Pf 

fttoTbJ^OT, ^O^MmiZ-DtoT^m^n-otc. SeV18+SEAP/AF-GFP 
S^SeV18+SEAP/MtsHNtsAF-GFP^LLC-MK2«{Ci.o.i.3-e^^ W$f$)\Z OS 
ft 12. 18, 24, 50, 120ftffl&) «H±«f*@JRL, ±mf ©SBAP«ttSReporte 
r Assay Kit-SEAP (T0Y0B0, Osaka, Japan) £f>J#LTKiUc|B®©#i££ftoT 
frofc. SEAP«ft«M#raT©H^f^d^fe (H8) . *&mtf>:?;nco 
ViT*Jfil««^gtt (HAStt) HAS14&SeV18+SEAP/MtsHNtsAF-G 
FPT*ttDttl/10fc»4>bWfc (09) „ £fz. m*)r>Zf)MDV4)\,XZ4S,0Q 
0gT45#M3iM> b £ ^ SEPK Wes t ern-Bl o 1 1 ing*C8&tift#£#Jffl 

CUM 6 ] ffl£iR3HSi£JM*A«> 4 JVX ommmm^ (LDH assay) 

.kSIHfSSI^fc. LLC-MK2, BEAS-2BR^CV-l«^^-n-etl2.5X10 4 cells/we 
11 (lOOM/well) -e96well platefc»**«bfc. #*KttLLCHK2RtfCV-lK: 
aiOX FBS&^t?MEM€, HEAS-2Bfcttlffl: FBSfc^tflHEMRtfRPMI (Gibco-BRL, R 
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ockville, MD) Ol : lfi^«ttfflUfc. MftlBWHtft. W BSA*atflmTC* 
fR b fcSeVl 8+/ A F-GFP^c V> teSeVl 8+/Mt sHNts A F-GFPSMR& 5 u L/we 1 1 TSsin b« 
6«MB««>-f^**TO*«*»#, 10* FBSfc*trtN>tt£SfcV*# 

^^SS6B^C^±?»^>^'J>^^ Cytotoxicity Detection Kit (R 
oche, Basel, Switzerland) *«fflUTKitCB«0^lca^TlM6(MFtt©3e 

BEAS-2Bfci3ViT«, SeV18+/MtsHNts AF-GFPCD«lt*ttteSeVm/AF-GFP t m 

«RT7**fc«if*n& (0ii) . bp*>, a*«5tt*a*XT!©2*ttffi 

7] 2 ^ffltt^tt^a^XAOlMt 

H^Sfcfcl, m&ommMtE\ZO^Xm^1t. &SeV (SeV18+GFP, SeV18+/A 
F-GFP, SeV18+/MtsHNtsAF-GFP) mC4K2tHfefc*tt*ft«?fcU 32'C, 37*0^ 

©^feTfTofco ^*«£PBSTrllHl»bfc^ -20^£&^bfc* 
*HPb4t:i?15^MH«l/fc. PBST3@ifeit^ 2* Goat SerumRtf 0. 1* Triton* 
^trPBS*«tt?^»l^WBlocking*ff«3fe. fl«PBST?3@J5fe»«, 2K Goat Serum 

%$ts-x$ift®m (wng/tiLmmm T-wczofrmKfohtz. mxmftmt 

, 2* Goat Serum*#ty-^#:« (10/zg/mL Alexa Fluor 488 goat anti-rab 
bit IgG(H+L) conjugate : Molecular Plobes, Eugene, OR) XZlV\bftT3KJfcls 

*#T * SeVl 8+GFPTteu m.fi b fc^noSKKlfc V> t *>M^® "C^MS 6 <Z>* 

sn& (si2) = t©«fc53Wiaeo«»*fcHbTtii!Efc?i#$n 

T£D (Yoshida, T. et al., Virology 71: 143-161 (1976)) , KU*>»*«> 
*jff£ElfebTV>*£#*.5nTV>S. BP5SeV18+GFPK:fctr>Ttt, MtlO^l- 
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Z>Z.t*mLT^Z>t%?Lt>ftZ>o -^SeV18+/AF-GFPT^ 38t;iC&VvrMga 

ommmmwzm^btco MsetapR^HNaeo^n-enocytopiasmic tan 

\zm&VT, Mffigm^m&TZt^XZnT&Q (Sanderson, CM. et al., J 
. Virology 68: 69-76 (1994), Ali, A. et al., Virology 276: 289-303 (2000) 
) , SeV18VAF-GFPT«^©-#0Fga£#£LT^3&, m&V>m&\Z%>W 
tW-5t#A5tl§. SeV18VMtsffltsAF-GFPTte^©i*#«<fcriT> 

37^1? $ xm& omi£\z%m^x, \z 2 frmmm.TWPizm^ tc^o 
immmsi 2&mftffi.?®m*ti-X2x<Dmi (2) 

MMMz&tt5Sem&<DMmfom&Z£9WM\zm^Z>tz#>\z, 
— (MRC1024; Bio-Rad Laboratories Inc., Hercules, CA) K:<£§^#r£ 
HJSL7c 0 SeV18+SEAP/AF-GFP]g:7jSeV18+SEAP/MtsHNtsAF-GFP&A-10« (rat 
myoblast) \Z^tl^tim%kL (m.o. i. 1) , 32 < C^^ft37 c CT10%jfii^^tyMEM 

ti§*l, i a&RmBmzmfoteRzfimimte*m%VTft&m&*ft ^tz e 
&«£«OT©:s&T-fTofco mmm&mmttvMTmvt&Ltzm, -2o<cra 

Ml>tz*5> /-Jl&mnViVT'lSfrmmfeLtco PBST3HI»m, 2* Goat Seru 
m, \%BSA&mA% Triton*^tS?BS®mi:mmmm7ny*>f? : £fi-of£o 2% 
Goat Serum£^frM©-&$ift« (10//g/mL faMKft) TWZOftmfcfa U 5E 
fcffl©-#irE&« (Ug/mL !nM# (IL4-D) T^t^O^fpIKJ&Lfco PBST 
31hJ&?#^ 2% Goat Serum^tTZl^iri^M (lO^gM Alexa Fluor 568 goat 
anti-rabbit IgG(H+L) conjugate RXS lO^g/mL Alexa Fluor 488 goat anti-m 
ouse IgG(H+L) conjugate : Molecular 'Plobes, Eugene, OR) HZlVlSftTfifcfoL 
fco PBSTr3IIIt5fe#^ mzm&'tZtcMzi/mQiZ^LtzTOjm (Molecular 
Plobes, Eugene, OR) £»^iST15#f^$«U mmzmy£&W7iZ>rc#>\Z 
, Slow Fade Antifade Kit (Molecular Plobes, Eugene, OR) (DfeWzB&ls* 
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&*»fi*fi«iftUTVi*0TlMi*«ttTr**. SeV18+SEAP/AF-GFP©i§£«\ 3 
2-C, 37t:Wn©«*K:*ViTfc«ie0IB«ElC**«iVJJ4&< % «H®^© 
MSSR«HNge©^«E*f««$nTV^. -#SeV18+SEAP/MtsHNtsAF-GFP©« 
Mafttt>ft:*aeROJS&ic:SeV18+SBAP/AF-GFP©*^tit^ai^<* 

&&mm±\z&mU MS6tt«/hW (microtubule) ©tfcfctfifi OTfcfrS 
t> m©£ft#t# 6 ftT* 0 > «r tCSeVl 8+SEAP/M t sHN t s A F-GFPSgMffljJS£ 

sura, M®e©«rt^ts^iBmi«^< (014) , ^n-en© 

£2^ SeVl 8+SEAP/Mt sHNt s A F-GFP^^32'C Tig* t HS3^«/h« 

©»»fcifivi»T?»fi*nTv»* (Hi3) . mmzm^om^zmmTztz 

ft£H^fc 0 SeV18+SEAP/MtsHNtsAF-€FP*A-10fcB.o.i. 1 T«5feft» 
a-oSt^T&Scolchicine (Nakarai Tesque, Kyoto, Japan) i^Vite colcemide 
(Nakarai Tesque, Kyoto, Japan) 1 p.U gsTjDU 32 , CT#§ILfc. & 

m*minv?3iUj£&te, mmm^mmmmizurcm^mLrz mi 3) ©t 
T*asn& (hi 5) . Ji©«att, «e*©t>3w»ufct,©^^jajai 

KJi&ttS, SeV18+SEAP/MtsHNtsAF-GFP^^32'CT'^aibfcJS-&©M^a«, 
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Z>fctb\Z, SeV18+/AF-GFPR(^SeV18+/MtsHNtsAF-GFP©M^^^XlCOViT, A 
SSftOMSe CfttfHNSS) Clft»l:tt5l«IMI (colchicine) 
©JJMBfcfS^fc. SeV18+/AF-GFP*^«SeV18+/MtsHNtsAF-GFPSA-10tB.o.i. 1 
TfJfi&BU lt«fclBiS'&l^n?*ScolchicineS»«af 1/zM »U 321C&V> 

rtj^ssstfcufc. i»MB9i 6 fcw-r#, m^^^mmmm^zmmo^m 

WthTWLmzntZo SeY18+/AF-GFP©#&feM SS&l^f £*#LWSpJ 

& ^x, zfjivmmt^Mznzumzm&LTmmznrco 

^fcFROSBNaec^tl^tiOCytoplasiic tailKllS'&L&tfli (Sanderson, CM 
. et al., J. Virology 68: 69-76 (1994), Ali, A. et al., Virology 276: 28 
9-303 (2000)) *fi:fiot (fl*tf**->>©±3& ; E-*-Sfifctfr& 

;K*fc*V»Ttt, 32*Ct^^T«»Wt^ofc»rt»^ 

fc*n@ft M $ c , =r ;i/ 5?##5ST?»ft«««w $ nx v> 3 £ 

, MMAmmznz<D&*<»iifo£^5z£T?&<ox,' £j&©s^©t>©&B'jx 

StubnlinttSeVOte^ • ttt«5ttfcW#U ^ • fclteftarrSEfc* 5 *** 
nx&D (Moyer, S.A. et al., Proc. Natl. Acad. Sci. U.S.A. 83, 5405-5409 
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(1986); Ogino, T. et all. J. Biol. Chem. 274, 35999-36008 (1999)) , 

a/hffo+iCi^#ifi cr^t>^=f;w^##ia) •c&jfcsnst'F&T?** 

. SC, SeV«M$cX&3Fl-R strainBJBMrf K*J**#UTV>5j&«, tftfeffc 
WL/M5&&fcZ1£T. Fl-R strain(Z)^l!a©gffifcfe#l/^V^^^pJ|gtb 
Xl>3£#*.&ttXV>* (Tashiro, N. et al., J. Virol. 67, 5902-5910 (1993 

»*tt«H) £@W£LX, Jti^S&SeVXI^£*iXV>5»e^ija (Bossow, 
S. et al., Negative Strand Viruses 2000 P157) £t> t k:bfcgfi3ESff ofc. 
SUfcCxtf ■< >»#c© 2 fcteo^Xfro fco Mn , b±IBmil5«»SeV©»«f XH5t 
£nfct)©Xa5 0> Pfc-arBf (2ilXS&£) , UZ-fffi (2®XNO 
£z!ALfc„ £#«fcfcJU P(E86K), L (Nl 1 97S/K1 795E) S:Z^P (L51 IF) , L(N1197S/K 

1795E) <D2wmT$>z>o zn^onm^t^n^ntz^mmt. &&-mM 

^tl J 6ni/4-l/8RlKl/2-l/3lcMiJ>b> virus release»»lXte*TifcJ>l/XV> 
fcta^Snxv^fc (Bossow, S. et al., Negative Strand Viruses 2000 P157 
) . 

%M±^y>(?j)\,7>£&y;&cdM (pSeV18+/AF-GFP : Li, H.-0. et al., J. 
Virology 74, 6564-6569 (2000), WO00/70070) &SalIRtfNb.eIXi8'fcl/NP3t£ 
TZ'Stsmfr (8294bp) fcENKU £flfc*U ^DNA^fiJ/SLXTJP^ n-~ >>f 
IMhSrSAUfc (pSeV/ASallNhelfrg-MCS©^) . TJl^D-- > dfiH 
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h&\\Z&RL1t'£!$ l *V3<DMmt (5'- tcgacaccaggtatttaaattaattaatcgcga 
g-3'/@EW: 17, 5'-ctagctcgcgattaattaatttaaatacctggtg-3VSH^J#^ 

: 1 8) ^LfcpSeV/ASallNhelfrg-MCS^ffl^TLate^O^^A 
£frofc. ^^AKteQuikChange™Site-Directed Mutagenesis Kit (Stratagen 
e, La Jolla, CA) ZmmhTKittzmmommzU-oTft-jfro tft»©N1197S 
O^^Afc^fflbfc&^>J^fCDE^J« (5'-gttctatcttcctgacTCtatagacctgga 
cacgcttac-3'/ / ^^!J#-^' : 1 9, 5'-gtaagcgtgtccaggtctataGAgtcaggaagatagaac- 
3VIH^J#^-: 20) , mmo^&MAlZ&mLtc&rflj-V^vmmte (5'-ct 
acctattgagccccttagttgacGaAgataaagataggcta-3' / / @B^J#-^ : 2 1, 5'-tagcctat 
ctttatcTtCgtcaactaaggggctcaataggtag-3VE^J#-§- : 2 2) Plfi^ 
A ft, pSeVl 8+/ A F-GFP £ Sa 1 1/Nhe I T? «Wfe U T 0JR L fcPfcfe? Z^tS 7 
=7>f*>Y (8931bp) ^Litmus380|^U--r h^7-f$*— : >a >b*0#Snw*L 
itmusSall/Nhelfrg AF-GFP£fflV>Tfro£ 0 P3t£T<DE86K©^g^A£&fflb 
fc-aJ&^t" U ^©liHJUte: (5' -caagataatcgatcaggtAaAgagagtagagtctctgggag-3' /§E 
^J#-^: 2 3, 5'-ctcccagagactctactctcTtTacctgatcgattatcttg-3V@B^J#^- : 
2 4) , L511F0«SA^Mbfe-&^Urf©BB^Jtt (5' -ctcaaacgcatcacgtc 
tcTtTccctccaaagagaagc-3' /@5^J#^ : 2 5, 5'-gcttctctttggagggAaAgagacgtga 
tgcgtttgag-3V@E3Wf : 2 6) T?**. &£fcA£, PJte^fc-tn-^n-y 
Bf^^S^WT^y^T.S K (LitmusSall/Nhelfrg A F-GFP) ^SaiI/NheIT« 

vxm^Lhtzy^^^yv (8294b P ) t. %fc, Lmfc?\z-trm®&m&mtz> 

^775H (pSeV/ASallNhelfrg-MCS) ^Sall/NhelT^bbTlElJlXtfcLjtCT 
*^tf77^>h (8931bp) ^3>bT, pSeV18+/P86Lmut • AF-GF 

P (P (E86K) , L(N1197S/K1795E) ©JfcAfcWf"*) &tfpSeV18+/P5llLmut • AF-G 
FP (PCL511F), L(N1197S/K1795E) ©ggfcWTS) (pSeV18+/PLmut 
A F-GFP t««J-r«) . 
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EAP) 31^?S^ftLfccDNA©«Sit>fTofc. BP£, SEAJ , *^©TSEfc»Jk>'^ 

^-;i/-^SB^J-M^v^;i/^*-r^SEAP®f)t (WOOO/70070) £NotIT9JOfflb 
(1638bp) , pSeV18+/P86Lmut • AF-GFPRrXpSeV18+/P511Lmut • AF-GFP©H8fe 

©Notl+K MC&#&A/£. -tttfett, pSeV18+SEAP/P86Lmut • AF-GFP, RtfpSe 

V18+SEAP/P511Lmut ♦ AF-GFP .tLfco 

Qfcttffll 0] JWlH«ftSeY©BW*P/L^ALfcF^^SeV©S«^i:»« 
!>>f ;VXOS«l^t4Li6oa«f (Li, H.-0. et al., J. Virology 74. 6564-65 

69 (2000), WOOO/70070) fcftoTfro&. Mte#M#©^»^ fcC«©# 

F-GFP, SeV18+/P51iLmut • AF-GFP, SeV18+SEAP/P86Lmut • AF-GFPRtfSeV18+SE 
AP/P511Lmut • AF-GFPT^tl^tl, 4.0xl0 8 , 2.8xl0 8 , 3. 7 xl0 8 &tf2. 0x10" GFP-C 
IU/mL (GFP-CIU©5t«teWO00/7O070K:f2^) T'&itz. 
mmto 1 1 ] 8l^feSeV©EH£PA^*Al/&FfcfcSSeV© 2 *ttffi|fr? 

. :o^, SeV18+/AF-GFPfc©Jttt£fro&. $gb^©mtt±e©£jfi01 4 
fcfBfcLW3^\ ffimtCia-Ti, 6 well plateKU3Wr:3 >7Jl/X> h fcJfJS 
£i*fcLLC-MK2lMc, lxlO 7 CIUM^Vi«5xl0 7 CIUM©&^ ^Xit^lwell 
*feOl00/iL*»iDbT GWetL M0I lfcWSMOI 5) 1 RIMftU MEJATife 
1 well*feDlmLOjfam^*^:V>MEM^JnL/T37 , CT«ilLfe. IBmz 

HAfiH£©afi£«Kato6©;Ef& (Kato, A. et al., Genes Cell 1, 569-579 (199 

6)) ) ciotff^fc. bps, *i&<DB6ft'7u-h*&m\s* v^ovxmzmvg 

WfcPBSTS&Rb&well 50jtL©2te*&R3fc?iJ£flsSLfc. -t©50MLfclX«£K:PB 
ST^|RLfe-7hU^#Jfii Tokyo, Japan) 50/U£jg£U 4<C 
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#££«£n3 0 nu, »tt©eg»*ftg*s < ttfcv*. »«»a:©j3** 

SeV18+/P86Lmut • AF-GFP&tfSeV18+/P511Lmut • AF-GFPJiMgS 

r, mmmmmmmitL. m^tz*\,*xbsev*#9-oi&W'mL&im 

1 2 ] ^W^SeV©@2^JSP/L^ALfcF^^^SeY©«fI#tt 

X, PA^©aSS#A©^ViF^3feSISeV (SeV18+/AF-GFP) £MLfc D 
©M«HWJ6tCl3«LTU§ 0 ffi^JCIB-Ti, CV-lM£2.5xl0 4 cells/wel 
I (100/iL/well) 7?96well plateKHf#i&#Lfc 0 #££ttlOX FBS£^tfMEM£ 
MUfco 24P#|SJiga££, -155 BSA£^tyMEMT?#$?LfcSeV18+/AF-GFP, SeV18+/P 
86Lmut • AF-GFP^V>teSeV18+/ P511Lmut • AF-GFP^?&£5#L/well«&DLJig; 

6«piw«c7-f^**^tr#»*»*, FBs&£*fcn HEmmzm^x 

fzo m%k3Um\zmm±.m%V>7 l J>'yV> Cytotoxicity Detection Kit (Roc 
he, Basel, Switzerland) ^fiJ^bTKit^|Big©^«-DT«^tt©^* 
£fro£o SeV18+/P86Liut • AF-GFPRtf SeV18+/P51 lLmut • AF-GFPKl&UTSeV 

iM/kWMkQhmzfrteMmm&offimtmmznfc (mi 9) . 

W3JUM#fc:i3tt£, GFP^14«^««IlC*^>hLfc. P&tSL^&,^J§^Se 
V©l3^J^^Abfc-#©^^^~©^CV-l«TGFPIiftW©Wil^$n 
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tv^c (020) . w-m&mevwiw&wtemmmm&&ft&<* m&mmt 
mmm oioi io> w-im&<D&mB&&vin&<DnfflLMi&*&fa2 1 k 

JR»t>mViIlt*tB»Wfe: i fe*S$nfc. SeV18+/P511Limit • AF-GF 

SeV18+/P86Lmut • AF-GFP&tfSeV18+/ P511Lmut • AF-GFP© 2 JfaRffltt^j*^ 

(^n^ftl/4-l/8fttfl/2-l/3£ffi'& : Bossow, S. et al., Negative Stran 
d Viruses 2000 P157) fcjgB?-5nJfHfc&***. Sfc^ • *»©»PfcJ: 

i> \z~d i vr t>+i 8ft icSEAPiifc^ £if A Ltc %> cd sf^fi U ftftlHttft £ ose 

*ltSFj*0»lifcKfel6W5K:|B*bT^S. ^(CfB-rt, SeV18+SEAP/AF-GF 
P, SeV18+SEAP/P86Lmut • AF-GFPRtfSeV18+SEAP/P511Lmut • AF-GFP£LLC-MK2ilffl 
figtCm.o.i.lOT^^, SBtttfc (24TOfefC) l£*±?if fclsUKU iflt'fOSEA 
PJ§tt£Reporter Assay Kit-SBAP (T0Y0B0, Osaka, Japan) SfiJJfl LTKi UClfBit 

©^sicfleoTfTofc. sEAP^ftffl^T©^^^-^T♦^at^£^cfcofc ( 

^2 2) „ flO-fe, ^«^SeV©@E^J?:P/L^«ALfc^^^--C ! b^*©<£T 
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23) c vA^<D&mmxv®&&&Qm:i£nT^ztmmztiZo mm 

eV©S5a&PA^IXLfcJliTfjDII&«#0«p3&t«M?*nfc (02 4) . 

Momm 

*Znf, fflJUfi3H^J*T!*3 6«S©*g (M : G69E, T116A, A183S, HN : A262 
T, G264R, K461G) Rtfft««$feSeVfc*©3&S (P : B86K*V:>«L5in\ L : Nl 1 97S 
, K1795E) <D&mmM<D%.m%m?Z2mm(D7XfkmSeV^??- (02 5 :Se 
V18+/MtsHNtsP86Lmut • AF-GFP, SeV18+/MtsHNtsP511Lmut • AF-GFP) (DlRM&fT 
•oft, 

-f ^^^X^^^-^/AcDNA (pSeV18+/MtsHNts AF-GFP : HJIfll 1 #88) £Sa 
HS.tKNheIT»bP»^^^7 7^^>h (8931bp) £Litmus38©|iriK h 
^^^y_, >3 vt/X^en^LitmusSall/Nlielfrg MtsHNts • AF-GFP£fflV>Tff 
^7to SHJfiW 1 fclBao*ftT?ff P5t^©E86K0^»AtC« (5'-caagata 
atcgatcaggtAaAgagagtagagtctctgggag-3 , /IB^J#-^' : 2 3, 5'-ctcccagagactcta 
ctctcTtTacctgatcgattatcttg-3V@2^J#-^ : 2 4) ©@2?!I©<&J&;frU ^f^fflb 
> L511F©3£g^lAl;ifi£ (5'-ctcaaacgcatcacgtctcTtTccctccaaagagaagc-3'/8E?!J 
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3Ht: 2 5, 5'-gcttctctttggagggAaAgagacgtgatgcgtttgag-3VE^J#^f : 2 6 
) ©@E^J©£fi£:tU:*£ML£ 0 ^SSA^ P»^«n^n--^m«M 
H (LitmusSall/Nhelfrg MtsHNts AF-GFP) ^Sall/NhelTM 

hxmuhtzyy^^yv (8294bp) t. ztz. mmmirmmvrc, imm?\z 

=.5-m<Dmgc&GtZ>77X5. H (pSeV/ASallNhelfrg-MCS) £SalI/NheIT?#fb 
UT[E|JRL£L«W£^tr7^*>h> (8931bp) ^My->3>bT, pSeV 
18+/MtsHNtsP86Lmut • AF-GFP (UM^^MRlS? (E86K) , L (NI197S/K1795E) 
©^^WT^) RtfpSeV18+/MtsHNtsP511Lmut • AF-GFP (jaSSSttlEIIR 
tfP(L511F), KN1197S/K1795E) <D^£*rT3) £jff^Lfc (pSeV18+/MtsHNtsP 
Limit AF-GFP . 

St, £*»£?fgg*©j£l;£fT5fcfc, M>i7M'J^77^-if (S 
EAP) ae^*»*bfccDNAO*SR%>ffofc. W"6, SRAP3tW©T«fc**Jk$'^ 

^;MhaEE5!i-ni&">^ji'*^rr5SEAPWM- (wooo/70070) SNotraootai/ 

(1638bp) , pSeV18+/MtsHNts P86Lmut • AF-GFPK.tfpSeV18+/MtsHNts P511Lmut 
• AF-GFP©+18te©NotHM' -en-fn, pSeV18+SEAP/MtsHNts P 

86Lmut • AF-GFP, RtfpSeV18+SEAP/MtsHNts P511Lmut • AF-GFPiLfc. 

tmm 

^^©WiJ&teLi^©^ (Li, H.-0. et aL, J. Virology 74. 6564-65 
69 (2000), WOOO/70070) KftoTfrofc. fM£fcM#©*«J2 fc|Bit©;£ 
STCfxofc. ^S"ei®Sbfe^-C7^;i/XM©^i > ^-^SeV18+/MtsHNts P86L 
out • AF-GFP, SeVl8+/MtsHNts PSllLmut • AF-GFP, SeVl8+SEAP/titsHNts P86Lm 
ut • AF-GFPRtfSeV18+SEAP/MtsHNts P511Lmut • AF-WPTf'-tft^tU 8. 6x10 s , 4 
.2 xlO 8 , 1.7 xl0 8 K.tfl.7xl0 8 GFP-CIU/mL (GFP-CIllOSitttW000/70070fcS3«) 

[H»J 1 6 ] i&Mgft^££tt/L^g©M^£WT£F:K£SSeV© 2 
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2 ^mmm.^(Dmm\tmmmm<Dmm±m^M Kiam&nmfeK.* o ft? fc 

o Z<Dm. SeV18VAF-GFPi0Jt«*frofc. £*#&©fMmi«fcl4 Rtf £ 
mmi 1 tffilbTUS^ ffi^rlB-Tt, 6 well platefcfclvr3>:7;VX> 
MCliJitSli-fcLLC^JBIJfifc* lxlO 7 CIU/mLi£l*te3xl0 7 CIU/mL0#£-f 

^^iweiiafefeDioo/iL^mJnbT (-tn-etu moi hscwsmoi 3) immmmh 

. lumzDr>7V>!fV, V>7V>y&m<izihm%$£tli^%iL\'mu lmL 
HASttCDSljBWXatoS©^ (Kato, A. et al., Genes Cell 1, 569-579 (199 

ST#$?LfcX<7bl)##ifo. Tokyo, Japan) 50tfL*fi'&U 4*0 

THB#P&&Sb^lnlS*©MII£®^U MJIbfc*)©©^ S**) 1 ^ ;P7.#§5¥© 

moi mmmLfcm^moi sx-mmLrcm^-b, MaaKStt&sRtfp/Lxa© 

m%*G?Z?X&MSeW??-0mmMMr'\$^m<DfcWX&MSeV (SeV18+/ 
AF-GFP) <Dmmni&&V%2XfiLft&¥m&M'J>lsTWz (S2 7) c Se 
V18+/MtsHNts P511Lmut • AF-GFPlC£V*Tl3u P/L^M©&V*SeV18+/MtsHNts A 
F-GFP£ D *>\Z ZX&mV&im&U P/L*»*Afc«*iD»&»*JWi 
MStlfCc HI, SeV18+/MtsHNts P86Lmut • AF-GFPKM> v n3:SeV18+/MtsHNts 
AF-GFP «k (9^2 ^tfi&^fttfTOnU J:©»&ttffiilDfi9S»**J»K^n*^o 
fc. 2Tk&m&¥<DWMtte5mj&id®n& SeV18+/MtsHNts P5ULmut • AF-GF 
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x, ?/L^(D&mmx<D-&wxtkmsev (sevi8+/AF-GFP) , ummg&g.mo%- 

^^*T-5SeV (SeV18+/MtsHNts AF-GFP) %X$P/mg<D%-*1*TZ> 2S<£SeV (Se 
V18+/P511Lmut • AF-GFP, SeV18VP86Lmut • AF-GFP) &mmVtco H$b^£<£>f£ 

m\mmm6Rnmmmi 2\zumvx\^ 0 mmzmrt. cv-i«$2.5xio 4 

cells/well (lOOjtL/well) T96well platefcM^«b^io ^KftlO* FBS£ 
^tfMEMSr&JBbfc. imr^Wfc. \% BSA^^tJMEM-e^L/cSeV18+/ AF-GFP, 
SeV18+/MtsHNts P86Lmut • AF-GFP^W2SeV18+/MtsHNts P511Lmt • AF-GFP^ 

^^5^L/veiiT»t^$^ mm^^ov^m^tsm^w^, fbs^ 
wM®mzw%m?itc 0 mmznmzi^mhm^y^^y^h. cytotox 

icity Detection Kit (Roche, Basel, Switzerland) ^fiJfflLTKittdfBS^©^ 
KfeTiifflM#ft<££*£fro£o &mmgi& : mm&mAT%z:£X (SeV18V 
MtsHNts • AF-GFP^^V^T) , &%mm<DMM^&<DMmtf$>K) . PA^g£# 
X-f^CtX (SeY18+/P86Lmut • AF-GFP&tf SeV18+/P511Lmut • AF-GFPfc43Vi 

t) mMizMMmm&ommmm-ztiT^ztf, zwm^&m.fr&Mzz.t 

T (SeV18+/MtsHNts P86Lmut • AF-GFP&tfSeV18+/MtsHNts P511Lmut • AF-GFPt 

&ux) mMmzftftLmmteMMmm&vmmtm&isntc m2 8) 6 

SeV18+/MtsHMs P86Lmut • AF-GFP&tfSeV18+/MtsHNts PSllLmut • AF-GFP(C^ 

zmmmizMfeLrz. 

»SOfIli»J5'RMil 3iCf2mtTV^. ffimz&tt, SeV 
18+SEAP/ AF-GFP, SeV18+SEAP/MtsHNts P86Lmut • AF-GFP£.tfSeV18+SEAP/MtsHNt 
s P511Lmut • AF-GFP^LLC-MK2«fCM0I H&MtHOI 3T^^, 1^651; (24 
m^Z) ig«±tt£Hli&U ±?f i: f 1 <Z>SEAP?§14£Reporter Assay Kit-SEAP (TO 
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Y0B0, Osaka, Japan) £*iJJ3LTKitfciEic0;£&£feT^bfco mmM\z 

(Dmmtzmmm'm-zntc ®3o). 
mmm i 9 ] EGFPite^^-r z>m9mwfj Acdmomm 
ffimzmmfcTZXikLmxfkmtyy'f acdna (psevm 

/AM: WOOO/09700) ZmrnVfc, Mm<DZ*-&*M 3 1 izMLfco pSeV18+/A 
MOM^«^tTBstEII»fjt (2098bp) ^Sall/Xhoramfc^-I' tf—S/ 
a >LTEcoRVfgf$M£:X#;LfcpSE280 (Invitrogen, Groningen, Netherlands 
) ©BstEII+K h(Cl7-^^n-->^Lfc (pSE-BstEIIfrgCO^) o GFPitfc^ 
^^TT-SpEGFP (T0Y0B0, Osaka, Japan) £Acc65I&7jEcoRIT#fbbDNA bluntin 
g Kit (Takara, Kyoto, Japan) XO^^&Oi\\\ in(C<£ D*^©¥M£fTV> 
, EcoRVTtfiHb^BAP (T0Y0B0, Osaka, Japan) ffiSSff ofcpSE-BstEIIfrgd+r:/ 
^□-->^L7c<, C<Z>EGFP3t^*-&trBstEII7 7^>h&t>tOpSeV18+/ 
AMfcBSU M^^fiCEGFPit^Sr^b^M^^MSeV^rVAcDNA (pSeV18+/ 
AM-GFP) &m&L1t. 

mmm 2 0 ] mjMx^m^w j acdna©«^ 

feF^M-fe^^^W^^y/AcDNA (pSeV18+/AF-GFP : Li, H.-0. et al 
., J. Virology 74, 6564-6569 (2000), WOOO/70070) ©Naelirit (4922bp) £pB 
luescript II (Stratagene, La Jolla, CA) ©EcoRVlM Y\zV79 u-~>?h 
TflKlbfcpBlneNaelfrg-AFGFPSfflViTIBt^PO^&ff^fc. Wt^flt^O 
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ikChange™ Site-Directed Mutagenesis Kit (Stratagene, La Jolla, CA) ^'Jffl 

vxKiuzt&m<D^m\z^xn^rco %&mMz&%Lrc&f&*v Jommts 

' - agagtcactgaccaactagatcgtgcacgaggcatcctaccatcctca-3' /@2?!IIHf : 27, 5 
'- tgaggatggtaggatgcctcgtgcacgatctagttggtcagtgactct-3'/1E^J## : 2 8) 
T&3o ^S^A^ ApaLITgkM{bL MX;, 5#) , QIAquick PCR Pur if ica 
tion Kit (QIAGEN, Bothell, WA) X-mUhtc^O^y^ a >£frofc 
o JI& QIAquick PCR Purification KitTDNA£[§IJKU Bsml^tXStuIT^^D 
H5 a ^fSSl LTMSMzrP' (ISOTit^) ^^^LfcDNA (pBlueNaelfrg-AMA 

fgfp) %mmvtz. 

M (Rl^igf) ^^L^pBlueNaelfrg-AMAFGFP^SallWApaLIT^bSr 
frV\ M#&gB&£^tr:7^^>h (1480bp) ^IsJiKLfco -^T?pSeV18+/AF- 
GFP^ApaLI/NheITMbTHN»^^W>t (6287bp) il©2ffi<£> 
$r)f £Litmus38 (New England Biolabs, Beverly, MA) ©Sall/NheliM h\Z^ 
% D — ZLy^fXyfz. (LitmusSall/Nhelfrg-AMAFGFP©^) „ LitmusSall/Nhelfr 
g-AMAFGFP^SalI/NheI^mt:bTlHliRLfc7^^^>h (7767bp) SfcpSe 
VI 8 +/ A F-GFP £Sa 1 1/Nhe I xmit L fcM£0«^^ & ^ 7 7 V 

*>h (8294bp) §M^-y3>bT, M^lFjte^^^t^©^M{CE 
GVmfeT&mMVfzmzSFXikM-te y#-i t>4 JV^m?; AcDNA ( P SeV18+/A 
MA F-GFP) £1ifgLfc 0 ^LfcM^« (&tflOOT*&M) ;V*©«3S£ 

rjI»J 2 1 ] SeV-FRT/MSe *36S-r« ^;W^HMHfi«>ff£l 

mms (rot^s) zmmrz^w^-mmftmfD^zcre/iotfmmmmisx 

mZtmrZ&olzWiWr-ZntcZfyXS. FpCALNdLw (Arai, T. et al., J. Virol. 
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72: 1115-1121 (1988)) SfUJBbfcfcOT&D, FMCDAWHHfi (LLC-MK2/ 
F7») ^(DNF^felwIv'T.xA^fiJfflLTV^ (Li, H.-O. et al.. J. Virolo 
gy 74, 6564-6569 (2000), WOOO/70070) „ 
<1> M^775H©Ii 

5±SBLLC-M2m»fl&£fiJ#U £©Mc|l>/XxAT©Mtt£^IA£fT 5 £ 
££Lfc„ Fa^^A^fcftfflbfcpCALNdLw/FttneomycinBttate^S^r 

0 3 4 fc|Ha©^^r-A-eMJt^?»a^7^S K (pCALNdLw/M : P CALNdLw©SwaI 
it-T H ©neomyc i nWttjtfiMliygroiryc i n»tt»fe?K:fi#tft A 

feo fiP^, pCALNdLw/M*HincIIR«EcoT22n?tBft:biet^*^tr»rM- (4737bp 
) £7#D-X*&*»"7?m tt£«/t>Fft«0tHU QIAEXII Gel Extra 
ction SystemTlalJKLfco mftlz. |^pCALNdLw/M£XhoITTO, neomyc inil&ffitt 
fc^fc^fcHBrtfr (5941bp) ^STO, M{CHincIIT*^8ffbl779bp©ir>T-^llI 
iRLfco Hygromycin!#t£jtei43:pcDNA3. lhygro(+) (Invitrogen, Groningen, Ne 
therlands) ^^-yzfV— Y thygro-5' (5' -tctcgagtcgctcggtacgatgaaaaagcctga 
actcaccgcgacgtctgtcgag-3'/E^J#^- : 2 9) Rtfhygro-3' (5' -aatgcatgatcag 
taaattacaatgaacatcgaaccccagagtcccgcctattcctttgccctcggacgagtgctggggcgtc-3' 
/m*mn: 3 0) CD2ao^7-rT-SfflV>TPCRSfT^ QIAquick PCR Purif 
ication KitTlsIiRL/fe^XhoIR^EcoT22IT^'fbtTilSb^:. 3S©8»r 
tf-£ S' a > UpCALNdLw-hygroM^^M l/fc. 

(2) sev-M (rot aa««*»at-*'s;i'/ , «-iffljBo^n-=>^ 

h7>X7i^ ->a >K:&Superfect Transfection Reagent SJB^n hn — 
;HC|B«©^T?ffofc. iP*>^T©#&££ofc„ LLC-MK2/F7M£5X10 5 ce 
Hs/dishT60nun5/^-t/tdg#, 10* FBS^tTD-MEMT24l$ra#Stbfc* pCALNdL 
w-hygroM©5^g^FBSR^^tlM^S^ViD-MEMfc^t GBft"C150/U) , 
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ft#&Superfect Trans feet ion Reagent 30/iL£^ilK UmW&l>MMre\Qft® 
SILL 10«FBS*^tfIHIEMSlBLSSftlLflH^, PBST 1 0&#LfcLL 

^^-^-t? 3 mm%m&, h7>x7x^-> 3 >}g^i$u pbst30 

J6£il)&*U 96well:/l/-H;:&5cells/well©#JD^«$?U 150£tg/mL©h 
ygromycin (Gibco-BRL, Rockville, MD) S^tHOX FBS A 0 ©D-MEMT^ 2 jgDOtt 
^b^Co ¥-©iB»e»j£^o^^D->^6well^^-h^Tte^«Lfc. £ 

(3> Sev-M (R«F) »e*»*^«A;wtHra*n->©Affi 

#Snfcl30ao^P->fcoViT» MSaof6Sa*Western-blottingT?^ 
Mfi9fc»WLfe. &*n->£6weli:7V-hfc»#, SSn>7;i/X>b©« 
T?, 5X FBS^MMT#f?LfeCre DNAU 3 >h? ^— Iffcf^fg't-Si&^&TtTx 
/O^Jl'X (AxCANCre) £Saito£>©^}£ (Saito, I. et al., Nucl. Acid. Res. 
23, 3816-3821 (1995), Arai, T. et al., J. Virol. 72, 1115-1121 (1998)) 
Tm. o. i. 5«$tfc 0 32-CT2 BNttUffc* *SSth»&»*LPBS T 1 HI» 
U -fe^X^ l/-;i-TttSrtS^LTM$IeliRl/fec llane&fcD £©l/10fi 
£7:/^ V X SDS-PAGE £ff ofc^, KMffiftfcjpJE bT«#l 304 fcpB*©- 
#ftT?Wes tern-blot ting&fxofc. 130^ d— ><D*X'\kMlfa\LW.'&<D5g%A<D& 
fr-otz.h(D\Z.mLT, toFiri#: <f 236 : Segawa, H. et al., J. Biochei. 123, 10 
64-1072 (1998)) ^iJfflLfcWestern-blotting<D^t#-&T^3 5 KJBftLfc 

o 

M^MSeV (SeV18+/AM-GFP) ©SK&tt, MMM 2 1 fH«©^ 0->©W« 
&^*T«Lfc 0 BPS, SeV18+/AM-GFP©P0 lysate£&£ P->K:SStnL, GF 
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^TmEVfZo PO lysate©««tt**«2K:IB«©^rttfc:ttViOT©«fc"5k:ffo 
fro LLC-MK2HIS* 5X10 6 cells/dishT100MCD~>^-Wdf#, 
, PLWDV-VacT7*MT 1 «NH*3ft**fc (m.o.i.2) . 3iBII§£]fiLtjf£^i;fcV>MEM 
T«ciSH^fca> 75*$ FpSeV18+/AM-GFP, pGEM/NP, pGEM/P, pGEM/L, pGEM/F- 
HN&tfpGEM/M£^-n^ni2£ig, 4jig, 2/ig, 4/ig, 4/ig&tf4/*g/dishC9*JtT' 
Opt i -MEM lC>li?S U 1/ig DNA/5AtL^g^OSuperFect transfection reagent^A 
nt^U MTfl55J"IH|JS«ft, *KWfc3X FBS^tfOpti-MEM 3nLfcA*L 
««JPbT^«tfco 5B#P B 1ig«««^*75:^MEM-e2|£l»b, 40/ig/m 
LCD AraCS.m.5Mg/mL©Trypsin^tfMEMTig«Lfe. 24B#P^*^ 8.5X10 6 
cells/dish*fcOlCLLC-MK2/P7/ASSJiU» 40/ig/mL© AraCjOT. 5/xg/mLOT 
rypsin^tPMEMT?HC2 BWt^ilL £fte>co«g£|Hli&U ^V«/ h 
£2mL/dish&£D© Opti-MEMfc«, 3 EliDM^LTPO lysate£ 

pSLfco -^T-lOgCD 24 weli:/V-MdS£, ^^3>7;i/X>h 

CDB#tAxCANCre^m.o.i. 5T«£U ^^32^7! 2 B 

fco £CD»CSeV18+/AM-GFPcDP0 lysate£#200#L/wellT* h7>^7x^y 
3>U 40/zg/mL<Z) AraCW7.5Ag/mLCC)Trypsin^'a'^.ilil?f ^S^V^MEM?:^ 
^•CT-Jgat^ #18W#62CD^D->TSeV18+/AM-GFPiCj;^>GFP®a(D^ 
O^M^^nfe (03 6) . t62co;re£^W J ? L <, RT^ffctteClCD 
#62£M Lfc. ^MJgfc:oViTAxCANCreBI»HflCO'bCD^LLC-MK2/F7/M62<i:IB« 
U ^^CDt>COXFRt^^e^^^UTV^t)CDS:LLC-MK2/F7/M62/AtfS 
fTT§ ^t};t§. LLC-MK2/F7/M62/A^fiJffl LTSeV18+/AM-GFPCOP®^,«b 
\ .P2C0^6 0^t9.5XlO 7 , P4©^5 B^{w3.7X10 7 GFP-CIU©^ )lZ%m 

o £> £ ^SeVl 8+/ A M-GFP <D ^ 4 )VX \Zt&-ofrt^ X*>tl%> 

o SeV18+/AM-GFP^ViTMS6^MBS (LLC-MK2/F7/M62/A) t^by>X\Z 
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£? j p<fcWQifi&t>nT^% (H3 6) o mmojuxomffii&mmz 
m^')^>mmm(D^<m^ev^nm^-r^^zm\z^x$>^z.t^ 

4 )V7.<D£M&(Dmxom$%?T'ofc. LiC-MK2/F7/M62/A£6well plate 

\zw%wx;rmmvrzo mte>7)ix>h<Dvmxwx:\z®n-2^ lumzs 

eV18+/AM-GFP£m.o. i. 0.5TrJi^U &mmz%m±m$:m$LLffitztemW*m 

•>^;^^isiiR$nfc (^37) o mfemm6u&jmbmm%nT^2>&. c 
mm* \z$a& vx n §^ h \mm v x ^ shah a ic £ s« m^mx v>s t> <£> t ^ 

k»j 2 4] M^^sev©^ ^ jvxommvm 

SeVl 8+/ A M-GFP <D 7 4 JVZmfcT £RT-PCR-^ V 4 & £Wes t ern-b 1 o 1 1 i n 

©RNAOlEliRJiQIAamp Viral RNA Mini Kit (QIAGEN, Bothell, WA) £5pJfflU £ 
fccDNAPSteThermoscript RT-PCR System (Gibco-BRL, Rockville, MD) 

i^t> M^x^rAtfeic^^^n hn-Mzm^ozmx-ftirz, cwmmm 

©7°^ -TV— fctt^y Mdi#<£ random hexamer^ffibfco RNA^ £> (DM 
%9X&Z>Z\t<D&WtVX, reverse transcriptase©WilTI^HJS'£fTo 7c„ H 
SSbfccDNA£5^>:/l/-h£LTP»fc J ?±©F3593 (5'- ccaatctaccatcagcatcag 
c-3VlE3Wt: 3 1) tm&TtCDMm (5'- ttcccttcatcgactatgacc-3V 
12^J##: 3 2) OU^t>iit, mC<mfc¥±<DVMO% (5'- agagaacaagact 
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aaggctacc-3'/WJ#-5| : 3 3) tUmfDU^^O 2 «TPCR£fr o SeV 
bplkZ£l45Sbp<DigtmtfM&£?ltc (03 8) » reverse transcriptase&SL (RT- 
Vi§«^ (pSeV18+GFP) ^n j 6tll400bpStKl785bp75:©TBje.^lc:^:#$^ 

Western-blottinglC±DffeiB*>5©«B$ff'3fc. SeV18+/AM-GFP, SeV18+/ 
AF-GFPRtfSeV18+GFP&M. o. i. 3TLLC-MK2C^U ®^ 3 Bft£#ai±ilf fcillll 
8££tsJJKU ««±«ftt48,000gT45^M*{>l/^^;^aa*igiRUfc. SDS-PA 
GE^, Western-Blot ting£fxK SilffiWfc &F^#&tf iCNPSS £g»r3DN- 

i^Tfr ofcc SeVl 8+/ AM-GFPglMJI&T&M® 6 dHI $ ftT Fifc V> ttNPfcttRSH £ 
tltcZtfrb. ae»£&SeV18+/AM-GFP©^T&3£<h7m!g£n& (0 

3 9) o £©P#, SeV18+/AF-GFP*5ifeai&'T?«Faa3W«ffl*ni"» SeY18+GFPT 

2 5 ] M^&gSeV© 2 ^Wtt^OfrfcfcBW S£ftW«?*T 
HJ&fll 2 4fBm©<t •5HSeV18+/ AM-GFP^m.o. i.3T?LLC-MK2{C^b, ^3 
B&fc#ai±i»SI§|JRU 0. 45 Aim^©7^ tfc^48, 000gTf45^W« 

MLfe^^;VX®a^fflViTWesterii-blotting&fT^ 
±m4 J ©^^;P7.ga^tiJbfc. »flStbTSeV18+/AF-GFP&R*K:«SftLT 

*n*ft®*R*^&ft^Western-blottiiig£ 

mm-mfc mzMm&mWi) -v&mvit. sevis+ZAM-cFP^tt-bm*© 

^^;^SDttSeV18VAFHJFP«»SiWia©t>©O»l/100T*5tW»f$nfc (0 

4 0) o Sfc, IH1t>7 p ;K^HAS14«SeV18+/AF-GFP (64 HAU) &©K:2tLSeV18 
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+/AM-GFP «2 HAU) T&ofc. 
m^^n^Mmmzff^rco SeV18VAM-GFP£in.o.i.3mC-MK2K:i5 

&u mmm\z (-ama %m±mzmwv, wm&zm%.Ltz (H4i) „ 
Twmwm&vnu ttz z>um&*mfe vfcm, sevi 8+/ Mt-G¥?m%mfc-?\zm 

5 0^<DJg^±?»»ViT, ^^^^/^U^V-A-rab^Dosper Liposomal Tr 
ansfection Reagent (Roche, Basel, Switzerland) £ffl^T&8ELfc. SPS, i& 
at±fitlOO/zL£Dosper 12. 5/zL£^L^l:10#&«^ 6 well 71/- Men 
>7;i/X> h{Ci§*U7tLLC-MK2«H h^>X7x^ va >L,fc. 2 RmzHtft 

^m±mrm??mm&m\m^z\m^i,rc^Emm^rifs.^tz mi 3) 
mmm 2 6 ] mmmx&msewyj jvxmmfc 

mrMK&MSeV (SeV18+/AMAF-GFP) onnmt. %MM2 2f5lfcCDSeV18+/ 
&U-GFV<DnmmtmM<Dj5&rfi?rz<, LLC-MK2tt£ 5X10 6 cells/dis 

ra00mm©->Y-W;:Jf^ 24B#TO*^ PLWUV-VacT7£g^T 1 ll#P B l!i$5£-tt: 
tz (m.o.i.2) o Mm&MmZ^£fZ^WMrm$Ltz'&, 7*7*5 KpSeV18+/AM 
AF-GFP, pGEM/NP, pGEM/P, pGEM/L, ' pGEM/F-HNWpGEM/M^^n^ni2/ig, 4 /x 
g, 2/zg, 4tfg, 4MgR^g/dish©fti£T0pti-MEMiCMU Ug DNA/5mL 
*B^©SuperFect transfection reagent %AtlTM&L, ^&Trl5#TOS^, 

m&&)izz% FBs^^t^opti-MEM zMzxn, mmizmaLT^mbfzo smmmm 



II 
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ftjfo»&<&*&VsMEMT?2®iftM*U 40^g/mL© AraCRlW. 5 /Ag/mL ©Trypsin^ 
^•tfMBMTSHtfe, 24^r^*^, 8.5X10 6 eel Is/dish&fc 0 KLLC-MK2/F7/M 
62/A&MJ1U 40^g/mL© AraCS.t^7.5Mg/mL©Trypsin^tJMEMTjgfc 2 B^3 
IVX^mVtco £nt><DMM*®$LL, <Uy b£2mL/dish&£9© Opti-MEM 
fcM, ^^^3IH^O3gAbTP0 lysateSrSHISLfco -#TLLC-MK2/F7/M 
62/A£24 well7l/-Mdf^ S^n>7^X> hCDB#t32t:^L 1 BTO* 
L,fcTO?rWLfc 0 £©Mf;:SeV18+/AMAF-GFP©P0 Iysate£#200 Ml/well 
Th7>X7x^->a>U 40/zg/mL© AraC&l£7. 5/zg/mL©Trypsin£##-lftL?t 
£^$&^MEM£;B l^TCT^* Lfc„ POTtt^ < Rtf-o fcGFPHttM^S^^ 

n^o nT*h#%izm>fctft>fetfVtfmm-zsnrc (044) „ l^u 

Ifcttl ^imfSitim^tS $4 JVXmmt LTlZ®l$LT:Zfeft-D tc a UC-MK2/F7/M62/ 
A£SeV18VAF-GFP3£^teSeV18VAM-GFP£^£i±fc*£, M^^Jl'X©^!? 

Gvvm&mmvmmte&ip Details nfc (045) » f/mm^^j^ (llc-mk2/f 

7/M62/A) SeV18+/AF-GFP^fc«SeV18+/AM-GFP^i.o. i. 0.5 TfjRJftft 

, 3 B!£&tf6 B^fcU->yU>^b, 1/6.5«CD7.5» BSA^S^b (iHiftS IX 

SeV18+/AF-GFPT?10 8 GFP-CIU/mL^±, SeV18+/AM-GFPT10 7 



HI 








SeV18+/AF-GFP 


1.0X10 8 


1.7X10 8 


SeV18+/AM-GFP 


1.0X10 7 


3.6X10 7 GFP-CIU/mL 
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mmm 2 7 ] s&v-FRiflaa ssss-r 5 a^a-m©^ 

LLC-M2/F7/M62/A©M/Ff|3iA;Wt--jBflJiaSf»Jfflbfe^, M/FM^^SeV (Se 
VI 8+/ AMAF-GFP) <bt> A ^/Xtt^ttiajRffi^^ofc. t^U F^&MSeV (Se 
V18+/AF-GFP) RlAi££l!SeV (SeV18+/AM-GFP) ©W#0|?*j£ • 

^^\;W1-«HfiJfflLfcCre/loxP^M«->^xA0»* 

o IiJ-fe, Cre/loxP58S»«'>XxA©ffJffl»$ttlftWT?»D, M/FM^&MSeV©*? 
mf&**Sm\z?Z>iz\t, H->XrA*fi|^Tl85lt«llRtfFiei*!!fc*^t 

(1) HSffl^X? K©«fg 

l>5±BLLC-MK2/F7/M62*MB£jflJJB U £0*fflfiK:H5'*xAT01IRtfFJt£ ; 5 t 
©PfSASfrSHiifcLfc. EL, F«gT«ARf«fflLfcpCALNdLw/F«neomyc 
inWttfce^&^TU Mfltfi^fcA^fcftfl! L7tpCALNdLw/hygroM«hygromycin» 
ttJtfi^WLTVaa*, Ettl&£*U;ST*fcte«»J0»^^0*A#&3l 
T&D, £ffl4 6 CiBfcO^-ATfFfce^ic^XS F (pCALNdLw/F : pC 
ALNdLw©SwaI-iM > Hclflte^&A) ©neomycinjj&Mfc^zeocinSffite^K: 
IPS, P CALNdLw/F&SpeIR^coT22IT?^bLF5t^^tf»rfr (5 
477bp) &T#n-;*f^*ftt?4Hfc KST3A*> FStJDaiU QIAEXII Gel 
Extraction SystemTleliKl/fco TOt, llpCALNdLw/F^XhoITf^JK, neomycin]®- 
ttfcteT-fc^frVaBWt (6663bp) *®JR^ HfcSpen?«I»fU1761bp©Wf«-* 
lsIiRL7fco ZeocinW14it'&P&pcDNA3. lZeo(+) (Invitrogen, Groningen, Nether 
lands)' ^x>y^-h^zeo-5' (5' - TCTCGAG TCGCTCGGTACGatggccaagttgaccagtg 
ccgttccggtgctcac-3V@5^J#^ : 3 4) &tfzeo-3' (5' - AATGCATG ATCAGTAAATTA 
CAATGAACATCGAACCCCAGAGTCCCGCtcagtcc tgc tec tcggccacgaagtgcacgcagt tg-3' /M 
3 5) <D2M<D7 : 7'C?-Z%^TKRZft\<\ QIAquick PCR Purificat 
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7-fy-^3>UpCALNdLw-zeoF^f^itUfeo &£XhoI fragments &$Wtt3t& 
ttlSttmfr&iA&&Z.Z> C frpCALNdLv-zeoMa^P^^bfco 

(2) ^s;P/t-iWlia<Z)^D-->^ 
h7>X7i^->3 >l£&Lipo feet AMINE PLUS reagent (Invi trogen, Groning 
en, Netherlands) SfflV^n hn-^fcEffcO^Sntfrofc. flJSOT©^** 
t-pfc„ LLC-MK2/F7/M62M^5xl0 5 cells/dishT60mm^^-Hrfl|#> 10X FBS 
£^ifD-MEMT*24B§r B 11g* bTc. pCALNdLw-zeoFRlfoCALNdLw-zeoMMn^ftl fi g 

(fr2*ig) ^FBSR^»K^*^^D-MEM«^L («*T242mD , jf# 
^LipofectAMINE PLUS reagent 8tfLfcSsJtk *SgM#b^T?15#MgL;fc 0 
ttUft, WLipofectAMINE reagent 12ML*FBSRt^£4&K£££&V»IHffiMfc 
3m L (^*T250/iL) »JnbSaT?15^WiWl/fc. FBSRtf 

^»HS-&*^ViD-MEMS2inL*flIbaBm, PBST* 1 tllft?f L£LLC-MK2/F7/M62 

?--vznm%m$k. h^>x7x^3>^$^*T5££ft<, 20s fbs 

*^tTD-IIEM*2.5iDL»Jlll/24I^M«f«l/fc. h U 

, 96well^U— hfciS5celIs/¥ell^Vitt25cells/well(OSaD'&Vi-efHRb, 500 
wg/mL<Dzeocin (Gibco-BRL, Rockville, M0) £"gt?10X FBSA 0 OD-MEMTIU 2 
51M»*bfc. m-(DMMft £ J£^o 7c £ n - > £ 6we 1 1 :/ 1/- b £ b 

#6tlfc98^n->K:o^T» MaaR^Se©58M*Western-blotting*Z? 
fSlWMtfc. &*D->£l2well:7V--hfcflKr, e«3>7JWX>b 
©tt«Tf, 5* FBSS^trMEM-e^JRL&C're DNA'J 3>fc?:J— •tfftafflt'Sia**! 
A.TtS&jJVZ (AxCANCre) £Sai toSO^S (Saito, I. et al., Nucl. Acid 
. Res. 23, 3816-3821 (1995), Arai, T. et al., J. Virol. 72, 1115-1121 (19 
98)) TM0I 321CT2 BRSU&tlgL **±»$ft>*WBS T?l| 
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m&L, tJVZZU-n-T'MMZmftLTm&ZMULtzo 1 lane£fcD;i©l 
/5aS5"^7<LTSDS-PAGESffofc«, ftMffi#&tf#iFtri#: (f236 : Segawa, H 
. et al., J. Biochem. 123, 1064-1072 (1998)) £#J/BbTWes tern- blotting 

fro 

imffiM 2 8 ] M/FM^aSeVO^ ;i/Xf$»& ( 2 ) 
M/FM^MSeV (SeV18+/AMAF-GFP) 2 7fB*c©2 

©SHK£l68&T£i6U&. aij^, M/FM*£S!SeVHiM©PO lysate (h7>X7 

ofeo PO lysate©»l«tt^«2^IB«0^lCttV^T©«k3fc:ffofc. LLC- 
MK2M£ 5xl0 6 cells/dish^lOOmm©^-^*^ 24l»|RW^ft, PLWUV-Va 

cTizm^vimmmmz^rc (moi 2) . M^M^^^v^MEMir^bfcm 

, ^7X5 KpSeV18+/AMAF-GFP, pGEM/NP, pGEM/P, pGEM/L, pGEM/F-HNK.tfpGE 
M/MS-tn-?ni2tfg, 4/zg, 2#g, 4/zg, 4/igW4/ig/dish©*JtT0pti-MEM 
IZMML, lug DNA/5jxLfBli©SuperFect transfection reagent &XtlTM& 
U MT15#Wjj*«, *H#JfC33; FBS^tfOpti-MEM 3mLfCAtl> Jifflfl§« 
*IDLTi8*Ufc. mm^WLSkm&^mmiiT? 2 m$c&l<, 40jug/mL© AraC 
&m.5jt4g/inL©Trypsin^tyMEM-e^L^: 0 24l$IHHS3t^ 8.5xl0 6 cells/d 
ish&£D£LLC-MK2/F7/A£fiSU 40^g/mL© AraCKI*7. 5/ig/mL©Trypsin£ 
^MEMT3Sfc2B^37 t CT««Lfc 0 cn&©*IIIJ&£[BlJKU h£2mL/d 
ishfcfct)© Opti-MEMiareB, ««g«H*£3|5|iiO3IAUTP0 lysate£PS?L£ 

>h©ISfcAiCANCre&MOI 5Ti«U «Jftft32t:T?2 0W#*U&«jte§*MIL 
fee Cl©ifflJ3g{CSeV18+/AMAF-GFP©P0 lysate*^200/iL/wein? h^>X7x^ 
5^3 >U 40/ig/mL© AraC&.tf7. 5^g/mL©Trypsin^^-jfiltf £^i=foV>MEM£ 
JSV>321CT?J&ill,fc. fMBbfc t t»©20^a->K:^VsT, GFPge©j£#WM^S 
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(04 8) , mz. #D->#33 (LLC-MK2/F7/M62/#33) Ttep3 (fSft 

3©@) ©gBTio 1 sFP-ciD/rt,a±©i«ft^^^xfi?)S«ig«i$n, &£fflu&£ 
lt*^k«^«wist** tnmztiz. iic-M2/?7M62<Dmm\zuRmnm. 

^vmz&x). (mmmm.&f^mxh) wmm&<D5m%:Mft\zj&±tf?z, 
z\t\z&-ox. wmx&msev<D®m**imzf2i>or££mm-2titzo 
mmm 2 9 ] wtmxumsevovj iv^^m®. 

JVZO&.M&OWVOmi'hfTirCo LLC-MK2/F7/M62/#33£6well pla 
te»#37'CTiS*Lfe„ 131*3 >7^X> h©#traxCANCre£MOI 5T«L 
(LLC-MK2/F7/M62/#33/A) , Jfi5fe&32'CT?2 BSSf«bfc- *©£» SeV18+/AM 
AF-GFP£M0I Q.mmmV. mmtti\zmm±m*®&hmitt£mi&&mijals1t. 
®iRLfc±?ffco^TCIDtHADS*8e)fc. JKIft2 MbTIO 8 CIUM 

^±©C7^;i/X^®JR$nfc (04 9) o CIUtHAUcD^b^A^ i^;n?a& 

[it«j 3 o ] wmx&msey(DV4 jvzmmmm 

SeVl 8+/ AM AF-GFP©^ 4 >X»fe^£RT-PCRT, ^ ;i0*ga £Wes tem-blo 
ttingTfffllKLfc. RT-PCR«P2©»5 Bg (P2d5) ©C^;WX£jflJ/8L£. £w 
;VX«^e>©RNA©IllJR«QIAamp Viral RNA Mini Kit (QIAGEN, Bothell, WA) 
£fOTU £fccDNAffSfr£RT-PCRfc£SuperScript One-Step RT-PCR System (Gib 
co-BRL, Rockville, MD) £f!l/BLT, m^X^Athizm^fa h^—MzB 
*S©:£feT!!fro&. cDNASIi^tfRT-PCR/S^-Y 7-iUT, Pit4S^±©F3208 
(5'-agagaacaagactaaggctacc-3VIB^J## : 3 3) iGFPJt^±©GFP-RV (5 
'-cagatgaacttcagggtcagcttg-3'/IEJ0#^t : 3 6) , RtfHF3208£HN3t^P± 
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0DR6823 (5'-tgggtgaatgagagaatcagc-3*/E3Wt : 3 7) <DU^t>^0)2m 
TPCRSrfxofc. SeV18VAMAF-GFP<D»fc^tj£^£^ffi£nfcct:5K:, bu*R 
tPg|#^6'€-n"?n644bpR^U95bp©Jt«*J»«Snfc (05 0) . Sfc, SeVl 
8+/AM-GFPXtJtSeV18+/AF-GFP^6.WSbfct>©T?»» ^n^fl^n^f 
$ ©«*WR*3 ft. B J 6 IdSeVl 8+/AMA F-GFP^ £ © *> © £ $ 

**J*frofc. £U:0 #^;i/XWFM*£M©«£^£^T*&&££ 

' Western-blot tingfc J: OSfifli^e>©aBSffofc. SeV18+/AMAF-GFP, SeVl 
8+/AM-GFP, SeV18+/AF-GFP;&.tfSeV18+GFP£M0I 3TLLC-MK2C^L, 
&fc8MS&lE|JKLfc. SDS-PAGE^ Western-BlottingSfx^ irLM£i&> WStiifc 

Jffitt 3 RUt^lt^ 4 t|B*©^j*T?ff o It. SeV18+/AMAF-GFP^»iaT«MS 

SRiXFsa 1 1> fcfcfflsn-rrcfaasisnfc c e> t>sevi8+/AM 

AFHOT©*£T**E£**»B3nfc (0 5 1) o Com, SeV18+/AF-GFP«3fe 

«Bi&T?tiFae*««a*n-f, sevi8+/AM-GFP^wt?^se^ii?iij$n-r> s 

3 l ] M/FM*&MSeV© 2 JfcRffltfc^ ©W*SlcWt 5»W»*f 
ftmXk&nB&B&mzfT'Dlto SeV18+/AMAF-GFP£M0I 3TlLC-MK2fcJg 

ifeu mmm\z (-Bftfc) mm±m^mmh, hash* sane tfc 052) . 

tt, SeV18+/AM-GFP©«^t[^U<, "^WT^A-tV #;i/fcjeB"rS©T?tt 

flltttffc^t^SSnfc. J5fc, JS5»j5B«©**±fllicoViT» Xtt-vir 
U#V— AT&3Dosper Liposomal Transfection Reagent (Roche, Basel, Swit 
zerland) ^fflViT^SEbfco 1P"&» ig*±?f 100/zL£Dosper 12. 5AiL£M£b^ 
i&TlO^S^ 6 well^WhCn>7;VX>bt«*bfcLLC-MK2Mlc:h^ 
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m&Zn%><NZ.ftV, SeV18VAMAF-GFP^M§©ig*-h?tfr ^©feOT^GFP 
UttW^tW^tl^^fc (g|5 3) „ SeV18+/AMAF-G 

IJil@!0!l3 2] mWK&MSeV&mX&MSeV<D?j)V7.mmMWm (in vitr 

o) 

T3±Tfig&3ig-e&th M^^T^So ^C-C, JM17B^ bffiUD 

o 

o »jlB©W»©«»«WlMrftIH0X5t!>*y hT?H#, 35mm 

Islcftfe. ^^X^fcT/KltfcU 15im3i4yiC*#>fco 0. 3mg papain/mLK: 
T37 € CT?10^Miaa, 5mL©lfotiADWt*M, ifei£U ttHSSSHftl/fc. 70m 
o •strainerfcau ^CJ:DI15ifefc^ ^^ICkf^^x-Y >^LM 
£#ifcU M©fHSt£f?^;fco poly-L-lysine (PLL) coated 24 well platelC2 
xl0 5 ^Vi«4xl0 5 cells/weilT«£MU 2 0&fcM/FWfc5fe£!SeV (SeV18+/ 
AMAF-GFP) XlAtftfc&SeV (SeV18+/AM-GFP) £M0I 3T!«&SfeU&. ®!ft36hr» 
fctt3Rlfflte#S»^-*-^*5MAP2T!^MaElfefe&fT^, GFP5g3S*BWa (SeV» 
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&m*% paraformaldehydeT^Jja^HSb, PBSTife*^ 2X©normal goat serum 
^trPBSm^^T^fiT60^p B 1Blockiiig^fTo^o l/200»gRLfcAnti-MA 
P2ft# (Sigma, St. Louis, MO) %MX;T*3QfrmKJfoU PBSTife*§H£> 1/200M 
fRLfc— #3n# (goat anti mouse IgG Alexa568 : Molecular Probes Inc., Euge 
ne, OR) ZZTCT'tOftmRfoLtCo PBSTifem WOmilL (DM IRB-SLR : Leic 
a, Wetzlar, Germany) »©3lft£f^bfc. 
M/FM^&HSeV (SeV18+/AMAF-GFP) %.m%9mSeV (SeV18+/AM-GFP) ©ffi 

#fc$swt, mimmii&vtetha&Gmzm&v&orz (054) . m 
mhrcwmmM(D\%tfu£(DMm^%mmzsewm$kLT$> x> > wmx&msev 
j&w^sevi t> \zftftmm®.^om\ms5mm z. t^mm^ntz 

o 

mmms 3] wvmx^mseY^zM^msevo^^ov^mmmmm (in vivo 

) 

in vivorommm^Wmvrc M/FM^£SSeV (SeV18+/AMAF-GFP) IkTMtK 
&S!SeV (SeV18+/AM-GFP) 5mL (1X10 9 p.f.u./ml) X 5 ©fcMt^fc 

FM^HSeV (SeV18+/AMAF-GFP) RmX&MSeV (SeV18+/AM-GFP) <DM%\Z 

£^t, iEmmM(D±^.mmm\z^x, ^<(om i &mmmm^ntz ms 

5) 0 Ut3, WmKikMSemzMX&mSeVtblZm vivotl&^T^M&itfc 
C*^J3 4] M/FM^«SeVS.0M^^SSeV0^Jia{I§ttfRffi 

ZMeimm&fmisTBffihtzo STznyhu-frthT. tfiraHSeV OiBM : 
SeV18+GFP) m^^^O) &tfF*&I!SeV (SeV18+/AF-GFP) iCO^Tl^ll^lC 
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S. ffimzmtt, CV-l«^V^^HeLa«^2.5xl0 4 cells/well (100^L/well 

) T96weii phteizmmrnvtco %m\z\mmmt%\zio% FBS£^tfMEM£& 

fflbfco 2imm%m&, 1% BSA£^t?AeiT#£?LfcSeV18+GFP, SeV18+/AF-GFP, 
SeVl 8+/ A M-GFP^c fciSeVl 8+/AMA F-GFPit$£ 5 u L/we 1 1 T«f] L Aft $ i3\ 6 
mm'& i yj)V7>Wi.*^tS%i&*m£. FBS£^£&1> MEM^ttKC«#mAfc. Aft 
3H^CJg*±lt*U->^U>^U Cytotoxicity Detection Kit (Roche, Base 
1, Switzerland) SfiJfflbTKitfclB«0^fc«oTaiJia«*tt©3£»*ffofc 
. #;&DtlSeV£Jfci!rr<5£, Z\tH (SeV18+/AF-GFP& 

tfSeV18+/AM-GFPfcl43V>T) ll&lff®W$ 0 , ZCD^Xik*®.^^ 
Z>Z\tT~ (SeV18+/AMAF-GFPl££^T) ttWl^ffltiOttlttt^b 
ft (H5 6) c 

£U«!>J:3fc» *W«B«lC*ViTiD»T»l»«ICJEjB&Ufc TM/FM^MSeV^ 

##saiie*^*j£<©ttiii&^©Aftfl&£Wu 2^aia^^^ 
tAj£m*is* ^zmmm&<DMmisrcm&<Dmmfci L BA'<!7*-T$> 

^H^BJfc^Og^^ns^^^- 1 ^ in vivo &£Zt ex vivo \Z& 
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4. (-)hrna<^ )],x^?-<Dm L Mfcm*m : &tc\m&z^%mft^*x 

o 

6. attfcJtfirP**, (-)llRNA^^;i/X©M, F, eft&fM; 021 
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mgtm&Mm.&r&ufttz (-)hrna^ ;i/7.^*-s\ w^umx-nm^ 

10. Umm&&$£mm&r?&, *.>#'(0'<)V7X3LbH<Dm> T116, £efctf 

*r-5>, »^7^5i i ©v^n^sem©^. 

13. 2&&j£gtt&gHN3te^pj^ •fe>^< l >-Y;i/XHNMfiS©A262, G264, 4=5 
ck tfK46 1 jfe £> & 5 Iff «t D $ n* 4>& < t % 1 o © 7 $ / KS&fcffiSTS 7 

s smtmors. /mzm&-£Mt(-)mmv<< ;i/*hnsbrs:3- ft site 

14. (-)«rna^w;^^^^-^ ts*>\zv&&zs/iktc\2im.fc?\z&m*ft 

i6. mBrf-^m^ ^>?^oj)V7±w&mm\m&&w&tzmim\z 
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matm 1 4 1 5 nra©£& 0 

17. ^^-Oi«)^S3 5t^T-efr5ISS^ »#317*5 1 6©Vi 

19. ;i^^^y^^;i/X^-fe>y-r^^;vxTa5§, l 8 icBtto^tt 

o 

2 0 . gft$£ 7 £> 1 9 ©^•rn^fcffi«©^fefc«3; 0 RjSSnfc, 

*mT*fctt»* t /cm^m^ (-) ma^ ^ jpt^ 

21. 3&m^(-)MA^;uxT&oT, auBwgeRs^rrs^ t^;w 

X©^VA^^TMSeK^n"HT§@EWXiibTV^^^;VXo 

2 2. TIB (a) ^e. (d) 9SiR£tl5'>ft< t fe 1 o©&«£ 

®SK©G69, T116, *«t^A183*^fe*»J;DSWSn5^<t%>lo©75 

y Kswafcffi^-r * 7sy m^©7 a / nxus. 
(b) ^^;i/x©y/Atcn-p$n§HNgesi{c*5ViT, ir>^-r^^;wxH 

NM6SI©A262, G264, *±«K461*6ft*»J: D3tfc$*7.&4>ft< £ 1 ^©T 
ge«©N1197*<fc^/*fefiK1795©75/m*SVi«<(6©(-)0RNA^>r;^Mg 
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2 3. 'Pt£<th (a) (b) OttK&^r-ra, »3&®2 2fcB3tt©?>f 

2 4. 4>&<i& (c) fcitf (d) OttKS^TTS, »*5l2 2fcffitt©^w 
2 5. (a) £>6 (d) ©£T©tt*#rr<5, »*5C2 2 tClBftO»>-f 

27. x/h ^®aK*<FseKT»s, a*®2 6fcsaa©C7-f;i/^ 0 

2 8. (-)MA^ ^^55^y&-f^Tf**, H^2 1^62 7©^ 

•rn^tffiii©^^;^. 

6 2 9©vvfftj&Hcem©ffi^&£<^;i^. 

3, rtdcJfi2 1^6 3 0©Vvftt*>Cffi«&©»***#-f JK*. 

3 2. jte^A^^T^^;i/X^«Abfc«^e»©'5'W^XM^ (VLP) 

©ifctHtaiftcrsfcJ&MVJ*, tt*«2 i^6 3 i©vi-fn*fcE«©sia*ift 

3 3. mim2 lfr£>3 2©^Tn^tlB«©m^A'>^;l/^^l0 6 CIU/ml& 
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SEQUENCE LISTING 

<110> DNAVEC RESEARCH INC. 

<120> Methods for testing and producing negative-sense RNA virus 
vectors with attenuated capability for particle-formation 

<130> D3-A0105Y1P 

<140> 
<141> 

<150> JP 2001-283451 
<151> 2001-09-18 

<150> JP 2001-356336 
<151> 2001-11-21 

<160> 38 

<170> Patentln Ver. 2. 0 

<210> 1 
<211> 10 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 1 

ctttcaccct 10 

<210> 2 
<2I1> 15 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 2 

tttttcttac tacgg 15 

<210> 3 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 3 

cggccgcaga tcttcacg 18 

<210> 4 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 4 

gaaacaaaca accaatctag agagcgtatc tgacttgac 39 

<210> 5 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 
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<400> 5 

gtcaagtcag atacgctctc tagattggtt gtttgtttc 

<210> 6 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 6 

attacggtga ggagggctgt tcgagcagga g 

<210> 7 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 7 
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ctcctgctcg aacagccctc ctcaccgtaa t 

<210> 8 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 8 

ggggcaatca ccatatccaa gatcccaaag acc 

<210> 9 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 9 

ggtctttggg atcttggata tggtgattgc ccc 
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<210> 10 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 10 

catgctctgt ggtgacaacc cggactaggg gttatca 37 

<210> 11 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 11 

tgataacccc tagtccgggt tgtcaccaca gagcatg 37 



<210> 12 
<211> 41 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 12 

cttgtctaga ccaggaaatg aagagtgcaa ttggtacaat a 

<210> 13 
<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 13 

tattgtacca attgcactct tcatttcctg gtctagacaa g 

<210> 14 
<211> 13 
<212> PRT 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 14 

Met Ala Asp lie Tyr Arg Phe Pro Lys Phe Ser Tyr Glu 
1 5 10 



<210> 15 
<211> 12 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 15 

Leu Arg Thr Gly Pro Asp Lys Lys Ala He Pro His 
1 5 10 



<210> 16 
<211> 13 
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<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 16 

Asn Val Val Ala Lys Asn He Gly Arg He Arg Lys Leu 
1 5 10 



<210> 17 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 17 

tcgacaccag gtatttaaat taattaatcg cgag 34 



<210> 18 
<211> 34 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 18 

ctagctcgcg attaattaat ttaaatacct ggtg 

<210> 19 
<211> 39 
<212> DNA 

<213> Artificial Sequence 



34 



<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 19 

gttctatctt cctgactcta tagacctgga cacgcttac 39 

<210> 20 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 20 

gtaagcgtgt ccaggtctat agagtcagga agatagaac 39 

<210> 21 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 21 

ctacctattg agccccttag ttgacgaaga taaagatagg eta 43 

<210> 22 
<211> 43 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 22 

tagcctatct ttatcttcgt caactaaggg gctcaatagg tag 43 

<210> 23 
<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 23 

caagataatc gatcaggtaa agagagtaga gtctctggga g 41 

<210> 24 
<211> 41 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 
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<400> 24 

ctcccagaga ctctactctc tttacctgat cgattatctt g 41 

<210> 25 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 25 

ctcaaacgca tcacgtctct ttccctccaa agagaagc 38 

<210> 26 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 26 
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gcttctcttt ggagggaaag agacgtgatg cgtttgag 38 

<210> 27 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 27 

agagtcactg accaactaga tcgtgcacga ggcatcctac catcctca 48 

<210> 28 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 28 

tgaggatggt aggatgcctc gtgcacgatc tagttggtca gtgactct 48 
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<210> 29 
<211> 55 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 29 

tctcgagtcg ctcggtacga tgaaaaagcc tgaactcacc gcgacgtctg tcgag 55 

<210> 30 
<211> 83 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 30 

aa'tgcatgat cagtaaatta caatgaacat cgaaccccag agtcccgcct attcctttgc 60 
cctcggacga gtgctggggc gtc 83 



<210> 31 
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<211> 22 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 31 

ccaatctacc atcagcatca gc 22 



<210> 32 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 32 

ttcccttcat cgactatgac c 21 



<210> 33 
<211> 22 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 33 

agagaacaag actaaggcta cc 22 

<210> 34 
<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 34 

tctcgagtcg ctcggtacga tggccaagtt gaccagtgcc gttccggtgc tcac 54 

<210> 35 
<211> 85 
<212> DNA 

<213>'Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 35 

aatgcatgat cagtaaatta caatgaacat cgaaccccag agtcccgctc agtcctgctc 60 
ctcggccacg aagtgcacgc agttg 85 

<210> 36 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 36 

cagatgaact tcagggtcag cttg %4 

<210> 37 
<2U> 21 
<212> DNA 

<213> Artificial Sequence 



<220> 
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<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 37 

tgggtgaatg agagaatcag c 21 

<210> 38 

<211> 16 

<212> PRT 

<213> Sendai virus 

<400> 38 

Lys Ala Cys Thr Asp Leu Arg He Thr Val Arg Arg Thr Val Arg Ala 
15 10 15 
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DESCRIPTION 

METHODS FOR TESTING AND PRODUCING (-) -STRAND RNA VIRUS VECTORS WITH 
REDUCED PARTICLE FORMATION ABILITY 

5 

Technical Field 

* 

The present invention relates to methods for testing and 
producing (-) strand RNA viral vectors in which particle formation 
ability has been reduced or eliminated. 

10 

Background Art ; . . . , . t# \ \ 

In recent years, the development of genetic recombination 
technology for (-) strand RNA viruses, such as the Sendai virus (SeV) , 
has seen their enhanced use as gene transfer vectors (WOOO/70055 and 

15 WO00/70070) . However, a problem with these vectors is the secondary 
release of viruses from target cells, following vector introduction. 
Virions form in the cells infected with replicative viruses, and 
daughter viruses are then released. Virus-like particles (VLPs) have 
also been found to be released from cells in which F-deficient 

20 non-replicative SeV has been introduced, and such. Thus, development 
of viral vectors that do not produce VLPs is desired. 

Disclosure of the Invention 

The present invention provides methods for testing and producing 
25 (-) strand RNA viral vectors in which particle formation ability has 

been reduced or eliminated. 

Matrix (M) protein has been reported to play a central role in 

virion formation in the Sendai virus (SeV) and other (-) strand RNA 

viruses. For example, it has been found that over expression of the 
30 M protein of vesicular stomatitis virus (VSV) causes the budding of 

VLPs (Justice, P. A. et al., J. Virol. 69; 3156-3160 (1995)). 

Parainfluenza virus VLP formation is also reported to occur on mere 

overexpression of M protein (Coronel, E.C. et al., J. Virol. 73; 

7035-7038 (1999)). While this kind of VLP formation, caused by M 
35 protein alone, is not observed in all (-) strand RNA viruses, M protein 

can be recognized as a virion formation core, shared by all (-) strand 
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RNA viruses (Garoff, H. et al., Microbiol. Mol. Biol. Rev. 62; 
1171-1190 (1998) ) . 

The specific role of M protein in virion formation is summarized 
as follows: Virions are formed in so-called lipid rafts on the cell 
5 membrane (Simons, K. and Ikonen, E. Nature 387; 569-572 (1997) ) . These 
were originally identified as lipid fractions that were insoluble 
with non-ionic detergents such as Triton X-100 (Brown, D . A. and Rose, 
J.K. Cell 68; 533-544 (1992)). Virion formation in lipid rafts has 
been demonstrated for the influenza virus (Ali, A. et al., J. Virol. 

10 74; 8709-8719 "(2000) j ," measles' virus (MeV; Manie, S.N. etal., J. 
Virol. 74; 305-311 (2000)), SeV (Ali, A. and Nayak, D.P. Virology 
276; 289-303 (2000) ) , and others . At these lipid raft sites, M protein 
enhances virion formation, concentrating envelope proteins (also 
referred to as spike proteins) and ribonucleoprotein (RNP) . In other 

15 words, M protein may function as a driving force for virus assembly 
and budding (Cathomen, T. et al., EMBO J. 17; 3899-3908 (1998), 
Mebatsion, T- etal., J. Virol. 73; 2 42-250 (1999) ) . In fact, M protein 
has been revealed to bind to the cytoplasmic tail of influenza virus 
spike proteins and so on (Zhang, J. et al., J. Virol. 74; 4634-4644 

20 (2000)), SeV (Sanderson, CM. etal., J. Virol. 67; 651-663 (1993)). 
It also binds with the RNP of the influenza virus (Ruigrok, R.W. et 
al. , Virology 173; 311-316 (1989)), parainfluenza virus , SeV (Coronel, 
E.C. et al. , J. Virol . 75; 1117-112 3 (2001)), etc. Further, M proteins 
have been reported to form oligomers with themselves in the case of 

25 SeV (Heggeness, M.H. etal., Proc. Natl. Acad. Sci. USA 79; 6232-6236 
(1982) and vesicular stomatitis virus, etc (VSV; Gaudin, Y. et al., 
Virology 206; 28-37 (1995), Gaudin, Y. et al., J. Mol. Biol. 274; 
816-825 (1997)). Thus, due to the capacity of many of these virus 
components to bind to lipids, M protein can function as the driving 

30 force for virus assembly and budding. 

Based on these findings, the present inventors thought they 
should focus on M protein for modifications aiming to suppress 
secondary particle (VLP) release. In addition, some reports suggest 
that envelope protein (spike protein) modification may also suppress 

35 VLP release. The following experimental examples are specific 
reports in which virion formation was actually suppressed: G protein 
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deficiency in rabies virus (RV) resulted in a 1/30 reduction of VLP 
formation (Mebatsion, T. etal., Cell 84; 941-951 (1996)). When M 
protein was deficient, this level dropped to 1/500,000 or less 
(Mebatsion, T. etal., J. Virol. 73; 242-250 (1999)). Further, in 
5 the case of the measles virus (MeV) , cell-to-cell fusion was enhanced 
when M protein was deficient (Cathomen, T. etal., EMBOJ. 17; 3899-3908 
(1998) ) . This can be assumed to result from the suppression of virion 
formation. In addition, similar fusion enhancement arose with 
mutations in the cytoplasmic tail of F or H protein (the tail on the 

10 cytoplasmic side) S Cathomen, T*i et al J/'Virol . 72; 1224-1234 (1998)) . 
Specifically, the following has also been clarified with regards to 
SeV: When SeV proteins F and HN are on secretory pathways (specifically, 
when they are located in Golgi bodies, etc.), the cytoplasmic tails 
(of F and HN proteins) bind with M protein (Sanderson, CM. et al., 

15 J. Virol. 67; 651-663 (1993), Sanderson, CM. etal., J. Virol. 68; 
69-76 (1994)) . The present inventors assumed that this binding was 
important for the efficient transfer of M protein to cell membrane 
lipid rafts, where virions are formed. M protein was thought to bind 
to F and HN proteins in the cytoplasm, and as a result to be transferred 

20 to the cell membrane via F and HN protein secretory pathways. 

The present inventors thought that deletion of this *core' M 
protein would be the most effective way to carry out modifications 
aiming to suppress secondary particle release, namely, VLP release. 
However if the modified virus is to be used industrially, for example 

25 in gene therapy, then the process of virus production must be 
considered. As described above, obtaining a high titer virus is 
difficult using previously reported RV and MeV systems, namely, 
systems where expression is induced by vaccinia virus (W) -driven 
T7 polymerase (Mebatsion, T. etal., J. Virol. 73; 242-250 (1999); 

30 Cathomen, T. etal., EMBOJ. 17; 3899-3908 (1998)). VV used to induce 
expression will inevitably contaminate prepared solutions of 
M-deficient virus. Thus, production of a practically applicable 
virus is difficult. 

Effective methods other than the M protein deletion method 

35 include deletion of F and HN proteins, which are considered to play 
roles in the transfer of M protein to cell membrane lipid rafts; or 
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a method in which mutations are introduced to delete only the 
cytoplasmic tails of these proteins. However, some reports describe 
the presence of many VLPs, particularly in the cases of F-deficient 
(WO00/70070) and HN-def icient SeV (Strieker, R. and Roux, L., J. Gen. 
5 Virol. 72; 1703-1707 (1991)) . Thus this method is not thought to be 
effective. So far, with the exception of the cytoplasmic tail, spike 
protein regions expected to affect VLP formation have not been 
identified. Similarly, M protein regions definitely expected to 
affect VLP formation have not been identified. Further, virus 

10 production for 'industrial application should be considered, and the 
design of such is not simple. 

To solve the problem of constructing vectors with suppressed 
VLP release, the present inventors considered the use of 
temperature-sensitive mutations in the viral gene. Mutant viral 

15 strains that can be grown at low but not high temperatures have been 
reported. The present inventors conceived that a mutant protein in 
which virion formation is suppressed at high temperature, 
particularly a mutant M or spike protein, could be used to suppress 
VLP formation in such a way that virus production could be carried 

20 out at a low temperature (for example, at 32°C), but practical 
application of the virus, such as for gene therapy, could be carried 
out at a higher temperature (for example, at 37 °C) . For this purpose, 
the present inventors constructed recombinant F gene-deficient Sendai 
viral vectors, which encode mutant M and mutant HN proteins, and which 

25 comprise a total of six temperature-sensitive mutations reported in 
M and HN proteins (three for M protein, and three for HN protein) . 
VLP release for this virus was tested, and the level was determined 
to be about 1/10 or less of that of the wild-type virus. Further, 
immunostaining with an anti-M antibody was used to analyze M protein 

30 subcellular localization in cells in which the Sendai virus vector 
with suppressed VLP release had been introduced. The results showed 
that introduction of the virus with suppressed VLP release 
significantly reduced M protein aggregation on cell surfaces, 
compared to cells containing the introduced wild type virus. In 

35 particular, M protein condensation patterns were extremely reduced 
at a high temperature (38 °C) . The subcellular localization of M and 



THIS PAGE BLANK (usero) 



5 



HN proteins in cells infected with SeV containing a 
temperature-sensitive mutant M gene was closely examined using a 
confocal laser microscope. M protein localization on cell surfaces 
was significantly reduced, even at a low temperature (32°C) , and was 
5 observed to have morphology similar to that of a microtubule. At a 
high temperature (37°C), M protein was localized near the central 
body of microtubules, that is, near the Golgi body. The addition of 
a microtubule-depolymerizing agent resulted in the disruption of the 
M protein localizationV structure. This occurred both in SeV 

10 comprising the temperature-sensitive M gene, and in SeV comprising 
the wild-type M gene. This raised the possibility that M protein 
actually functions localized along microtubules. These findings 
assert that the reduced level of secondary particle release in the 
case of viruses comprising introduced temperature-sensitive 

15 mutations was due to insufficient intracellular localization of M 
protein, which is believed to play a central role in particle formation. 
Thus, VLP formation can be effectively suppressed by preventing the 
normal intracellular localization of M protein. Furthermore, 
interaction with microtubules may be important for M protein function . 

20 For example, secondary particle release can be reduced by causing 
a problem with M protein subcellular localization, achieved by using 
a gene mutation or pharmaceutical agent developed to inhibit M protein 
transport along microtubules from Golgi bodies into the cell . Namely, 
the present inventors found that recombinant (-) strand RNA viral 

25 vectors, in which particle formation ability had been reduced or 
eliminated, could be provided by preparing (-) strand RNA viral vectors 
comprising a mutation leading to defective M protein localization. 

For example, the M gene, or genes encoding spike proteins, such 
as the F gene and HN gene, are first mutagenized. Viral vectors 

30 carrying these mutant genes are then screened for vectors exhibiting 
aberrant M protein localization, and particularly for vectors showing 
reduced or eliminated M protein aggregation on the cell surface . Thus, 
recombinant Sendai viral vectors in which particle formation ability 
has been reduced or eliminated can be effectively obtained. For 

35 example, such vectors can be used to test VLP production suppression, 
caused by modifying the cytoplasmic tail or other regions of the spike 
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protein. Further, various mutant viruses, including those with an 
M protein modification, can also be screened based on the presence 
or absence of M protein localization on the cell membrane. These 
methods can be applied to (-) strand RNA viruses as well as to SeV. 
5 By introducing mutations to the P gene and L gene, the present 

inventors constructed F-def icient vectors that suppress the secondary 
release of viral particles, lower the degree of cytotoxicity, and 
maintain expression" of the inserted genes over a longer period. The 
present inventors used the SeV P protein gene, comprising an E86K 

10 or L511F substitution mutation, and the SeV L protein gene, comprising 
an N1197S and K1795E substitution mutation. When compared to vectors 
without gene mutations, vectors with both P and L gene mutations 
significantly suppressed the decrease in the number of cells 
expressing the introduced genes after vector introduction to these 

15 cells. The degree of cytotoxicity and VLP secondary release were 
also clearly reduced. The present inventors also constructed viruses 
with mutations in the four proteins, M, HN, P and L. They did this 
by combining mutations in the P protein and L protein with the 
above-mentioned temperature-sensitive mutations in the M protein and 

20 HN protein. Use of these recombinant mutant viruses resulted in 
remarkably reduced cytotoxicity. In particular, the secondary 
release of particles was significantly decreased in SeV comprising 
P protein gene with an amino acid substitution at L511. 

The present inventors also aimed to construct a virus in which 

25 M protein aggregation on the surface of cells introduced with the 
virus was completely deficient. To this end, and for the first time, 
the present inventors constructed cells with sustained M protein 
expression, able to be utilized in the production of the M-deficient 
virus. By using these cells it is possible for the first time to 

30 produce genetic therapy vectors confirmed to be free from 
contamination with other viruses, even at high titers. The 
M-deficient SeV production system of the present invention could 
supply, for the first time, practically applicable M-deficient 
(-) strand RNA viruses. Infective viral particles lacking the M gene 

35 were recovered in the culture supernatant of the virus-producing cells 
at titer of 10 7 ClU/ml or more. Secondary release of VLPs from cells 
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introduced with the above-mentioned virus was almost completely 
suppressed. Cytotoxicity was also reduced. Furthermore, the present 
inventors newly produced helper cells that express both M and F 
proteins . Using these helper cells, they succeeded for the first time 
5 in recovering infective viral particles lacking both M and F genes. 
The virus was recovered in the culture supernatant of virus-producing 
cells at titer of up to 10 8 ClU/ml or more. Secondary particle 
production was almost absent in the viruses thus obtained. 
Cytotoxicity due to the viral vector lacking both M and F genes was 

10 significantly lower than for those lacking just one or the other of 
the M or F genes. This viral vector was shown to be highly efficient 
at both in vivo and in vitro gene transfer to nerve cells. This virus 
can be expected to be used as a gene-transfer vector comprising the 
ability to infect many kinds of cells, including non-dividing cells. 

15 The present invention relates to methods for testing and 

producing (-) strand RNA viral vectors in which particle formation 
ability has been reduced or eliminated. More specifically, the 
present . invention relates to: 

(1) a method for testing particle formation ability of a 
20 (-) strand RNA virus vector, wherein the method comprises detecting 

localization of M protein in cells in which the vector has been 
introduced; 

(2) a method of screening for a (-) strand RNA virus vector whose 
particle formation ability has been reduced or eliminated, comprising 

25 the steps of: 

(a) detecting localization of M protein in cells into which the vector 
has been introduced; and 

(b) selecting the vector by which localization has been reduced or 
eliminated; 

30 (3) the method according to (1) or (2), wherein the localization 

of M protein is an aggregation of M proteins on the cell surface; 

(4) a method of screening for a gene which reduces or eliminates 
particle formation ability of a (-) strand RNA virus vector, comprising 
the steps of: 

35 (a) detecting localization of M protein in cells into which the 
(-) strand RNA virus vector comprising a test gene has been introduced; 
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and 

(b) selecting the gene which reduces or eliminates localization; 
(5) the method according to (4) , wherein the localization of 
M protein is an aggregation of M proteins on the cell surface; 
5 (6) the method according to (4) or (5), wherein the test gene 

is a mutant of a gene selected from the group consisting of M, F, 
and HN genes of a (-) strand RNA virus; 

(7) a method^ for -producing a recombinant (-) strand RNA virus 
vector whose particle formation ability has been reduced or eliminated, 

10 wherein the method comprises reconstituting the (-) strand RNA virus 
vector comprising a gene which can be identified or isolated by a 
method according to any one of (4) to (6), under a condition where 
the reduction or elimination of M protein localization by the gene 
is continuously complemented; 

15 (8) a method for producing a recombinant (-) strand RNA virus 

vector whose particle formation ability has been reduced or eliminated, 
wherein the method comprises reconstituting the (-) strand RNA virus 
vector by which the localization of the M gene expression product 
is reduced or eliminated as a result of the deletion or mutation of 

20 the M gene, under a condition where functional M protein is 
continuously expressed; 

(9) the method according to (8), wherein the step comprises 
reconstituting, at a permissive temperature, the (-) strand RNA virus 
vector comprising a temperature-sensitive mutant M gene by which the 

25 aggregation of gene products on the cell surface has been reduced 
or eliminated; 

(10) the method according to (9), wherein the 
temperature-sensitive mutant M gene is a gene encoding a (-) strand 
RNA virus M protein, in which an amino acid corresponding to at least 

30 one amino acid position selected from the group consisting of G69, 
T116 and A183 of a Sendai virus M protein has been substituted with 
another amino acid; 

(11) the method according to (8), wherein the step comprises 
reconstituting the (-) strand RNA virus vector whose M gene is deleted, 

35 under a condition where the M gene, which has been introduced in the 
chromosome of the cells used for reconstitution, is expressed; 
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(12) a method according to any one of (7) to (11) , wherein the 
(-) strand RNA virus vector further comprises the deletion of HN and/or 
F genes, or comprises a temperature-sensitive mutant HN and/or F genes; 

(13) the method according to (12), wherein the 
5 temperature-sensitive mutant HN gene is a gene encoding a (-) strand 

RNA virus HN protein, in which an amino acid corresponding to at least 
one amino acid position selected from the group consisting of A2 62, 
G264, and K461 of a Sendai virus HN protein, has been substituted 
with another amino acid; , 
10 (14) a method according to any one of (7) to (13), wherein the 

(-) strand RNA virus vector further comprises a mutation in the P and/or 
L gene; 

(15) the method according to (14), wherein the mutation in the 
P gene is a substitution of an amino acid position of the (-) strand 

15 RNA virus P protein, corresponding to E8 6 and/or L511 of a Sendai 
virus P protein, with another amino acid; 

(16) the method according to (14) or (15), wherein the mutation 
in the L gene is a substitution of an amino acid position of the 
(-) strand RNA virus L protein, corresponding to N1197 and/or K1795 

20 of a Sendai virus L protein, with another amino acid; 

(17) a method according to any one of (7) to (16), wherein the 
method comprises reconstituting a vector at 35°C or a lower 
temperature; 

(18) a method according to any one of (1) to (17), wherein the 
25 (-) strand RNA virus is a paramyxovirus; 

(19) the method according to (18), wherein the paramyxovirus 
is a Sendai virus; 

(20) a recombinant (-) strand RNA virus vector produced by a 
method according to any one of (7) to (14), wherein the particle 

30 formation ability of the vector has been reduced or eliminated; 

(21) a recombinant (-) strand RNA virus, comprising a functional 
M protein, but whose M protein-encoding sequence is deleted in the 
genome of the virus; 

(22) a recombinant (-) strand RNA virus comprising at least one 
35 feature selected from the group consisting of the following (a) to 

(d) : 
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(a) the M protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to at least one amino 
acid position selected from the group consisting of G69, T116 and 
A183 of a Sendai virus M protein, with another amino acid; 
5 (b) the HN protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to at least one amino 
acid position selected from the group consisting of A262, G264, and 
K461 of a Sendai virus HN protein, with another amino acid; 

(c) the P protein' encoded in- the genome of the virus comprises a 
10 substitution of an amino acid, corresponding to the amino acid position 

of E86 or L511 of a Sendai virus P protein, with another amino acid; 

(d) the L protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to the amino acid position 
of N1197 and/or K1795 of a Sendai virus L protein or an amino acid 

15 of another (-) strand RNA virus M protein homologous thereto, with 
another amino acid; 

(23) the virus according to (22) comprising the features of at 
least (a) and (b) ; 

(24) the virus according to (22) comprising the features of at 
20 least (c) and (d) ; 

(25) the virus according to (22) comprising the features of all 
of (a) to (d); 

(26) a virus according to any one of (21) to (25) , wherein at 
least one sequence encoding a spike protein in the genome of the virus 

25 is further deleted; 

(27) the virus according to (26) , wherein the spike protein is 
an F protein; 

(28) a virus according to any one of (21) to (27), wherein the 
(-) strand RNA virus is a paramyxovirus; 

30 (29) the virus according to (28), wherein the paramyxovirus is 

a Sendai virus; 

(30) a recombinant virus according to any one of (21) to (29), 
which is used for reducing cytotoxicity upon gene introduction; 

(31) a recombinant virus according to any one of (21) to (30), 
35 which is used for inhibiting the reduction in the expression level 

of an introduced gene upon gene introduction; 
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(32) a recombinant virus according to any one of (21) to (31), 
which is used for inhibiting the release of a virus-like particle 
(VLP) from a cell into which a virus has been introduced upon gene 
transduction; and 

5 (33) an aqueous solution comprising a recombinant virus 

according to any one of (21) to (32) at a level of 10 6 ClU/ml or higher. 

The present invention provides a method for testing the particle 
formation ability of a (-) strand RNA virus vector, which comprises 
the step of detecting the localization of M protein in cells in which 

10 the vector has been introduced. The present inventors showed the close 
relationship between the localization of M protein in 
vector-producing cells, and the particle formation ability of 
(-) strand RNA virus vectors. In cells in which these particles are 
formed, M protein is detected at high levels on the cell surface; 

15 more strictly, it is aggregated on the cell surface. However, in cells 
infected with a vector with reduced particle formation ability, M 
protein localization on the cell surface is reduced, and the protein 
is detected at higher levels in the cytoplasm. When particle formation 
ability is eliminated, M protein is condensed around the nucleus. 

20 In this case, M protein is condensed in regions predicted to be close 
to the Golgi body, suggesting abnormalities in M protein transport, 
in which microtubules participate. Thus, since the subcellular 
localization of M protein correlates to the particle formation ability 
of the vector, this ability can be tested by detecting M protein 

25 localization. The test of the present invention is carried out by 
linking M protein localization with particle formation ability by 
detecting M protein localization in cells introduced with a vector. 
In other words, vectors in which M protein localization in cells has 
been reduced or eliminated have low particle formation ability; the 

30 greater the interference with localization, the more particle 
formation ability is reduced. Specifically, and as described above, 
the lower the level of cell-surface M protein aggregation, the more 
particle formation ability in the vector is reduced. Particularly, 
when cell-surface M protein aggregation is eliminated in a vector, 

35 that vector is assessed to have no particle formation ability. 
Macroscopically, as the level of M protein localized on the cell 
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surface is reduced, the ability of the vector to form particles is 
judged to be lower. A vector causing M protein to be localized not 
on the cell surface, but in the cytoplasm or nucleus periphery, will 
have a reduced ability to form particles. In particular, when M 
5 protein is condensed and localized in the vicinity of the nucleus, 
or aggregated in regions of the Golgi body, the vector's particle 
formation ability is thought to be virtually or completely eliminated. 
On developing a v.ector wfiich! causes suppression of subcellular M 
protein localization, ' particularly causing suppression of 

10 cell-surface M protein aggregation, it will be possible to suppress 
the release of VLPs from infected cells. 

In the present invention, the reduction or elimination of M 
protein localization in cells refers to, for example, a deficiency 
in M protein cellular localization. Namely, it means a significant 

15 disturbance of "M protein localization"' (which is also referred to 
as "the normal localization of M protein") in cells infected with 
a paramyxovirus retaining particle or VLP formation ability (for 
example, a wild-type paramyxovirus and paramyxovirus retaining VLP 
formation ability but comprising a deficient spike-protein gene, and 

20 so on) . Specifically, a deficiency in subcellular M protein 
localization means an alteration or elimination of M protein 
localization in cells infected with a vector comprising particle or 
VLP formation ability. M protein is localized near the cell surface; 
more specifically, it is aggregated on the surfaces of cells infected 

25 with paramyxoviruses retaining normal particle or VLP formation 
ability. In the present invention, alteration and elimination of 
normal M protein localization refers to reduction and elimination 
of M protein localization, respectively. In the present invention, 
a deficiency in M protein localization can include, for example, 

30 aberrant M protein localization (different to normal M protein 
localization) . In the present invention, deficiency of M protein 
localization includes, for example, reduction and elimination of 
cell-surface aggregation, reduction of cell surface expression, 
increases in M protein level in the cytoplasm, condensation of M 

35 protein in the cytoplasm (e.g. condensation in the nucleus periphery) , 
a decrease or elimination in M protein level in the entire cell, etc. 
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The subcellular localization of M protein can be determined by 
cell fractionation, or by directly detecting M protein localization 
using immunostaining, or so on. In immunostaining, for example, M 
protein stained by a f luorescently labeled antibody can be observed 
5 under a confocal laser microscope. After the cells have been lysed, 
a cell fraction can be prepared using a known cell fractionation method, 
and localization can then be determined by identifying the M 
protein-containing fraction using : . a method such as 
immunoprecipitatiort or Western blotting using an antibody against 

10 M protein. In cells infected with a vector comprising particle 
formation ability, M protein is localized on cell membranes. When 
the level of M protein localized on cell membranes is reduced, the 
virus particle formation is judged to be reduced. In the method of 
the present invention, it is preferable to test M protein localization 

15 by detecting cell-surface M protein aggregation. 

Direct methods for detecting subcellular M protein localization, 
such as cell fractionation, immunostaining, and others, can be used 
to detect cell-surface M protein aggregation. Virions are formed in 
so-called cell membrane lipid rafts, lipid fractions that are 

20 insoluble with non-ionic detergents such as Triton X-100. M protein 
is believed to participate in the aggregation of viral components 
in the lipid rafts due to its ability to bind to spike proteins, RNP, 
and to M protein itself, and further to lipids. Accordingly M protein 
detected by electrophoresis or so on with the lipid raft fraction 

25 is assumed to reflect aggregated M protein. Namely, when the amount 
of detectable M protein is reduced, cell-surface M protein aggregation 
is determined to be reduced. M protein aggregation on cell membranes, 
perhaps in lipid rafts, can be directly observed using the 
immunocytological staining methods used by the present inventors for 

30 detecting subcellular localization . This reguires an anti-M antibody 
able to be used for immunocytological staining. On investigation 
using this method, an intensely condensed image is observed near the 
cell membrane when M protein is aggregated. When M protein is not 
aggregated, there is neither a detectable condensation pattern nor 

35 a clear outline of the cell membrane. In addition, only a slight stain 
is observed in the cytoplasm. Thus, when little or no condensation 
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pattern is detected, or more preferably when the cell membrane outline 
is indistinct and slight staining is observed throughout the cytoplasm, 
cell-surface M protein aggregation is judged to be reduced. Particle 
formation is suppressed for these viruses in which M protein 
5 aggregation on the cell surface has been reduced. 

Screening for (-) strand RNA viral vectors in which particle 
formation ability has been reduced or eliminated can be achieved using 
the above detection method. This screening method comprises the steps 
of (a) detecting the, M proteiln localization in cells in which the 

10 vector has been introduced, and (b) selecting a vector with which 
localization has been reduced or eliminated (i.e. with which normal 
M protein localization has been altered). As described above, 
reduction or elimination of localization means that normal M protein 
localization is significantly disturbed. Further, reduction or 

15 elimination of localization also includes complete elimination of 
localization and/or of M protein. This reduction and elimination in 
localization also includes not only cases where localization is 
reduced or eliminated in all cells, but also cases where localization 
is reduced or eliminated in a partial cell population, or where partial 

20 localization is reduced or eliminated within single cells. In 
addition, it includes cases where localization is reduced or 
eliminated under a particular condition. For example, it also 
includes cases where the level of localization is equivalent to that 
of a wild type at a particular temperature or less, but is reduced 

25 or eliminated relative to that wild type at a higher temperature. 
A preferable temperature at which this higher level of localization 
is reduced or eliminated as compared with a wild-type virus is about 
37 °C to about 38 °C, which corresponds to mammalian body temperature. 
For example, various mutant virus strains are infected into cells, 

30 and then subcellular M protein localization is tested. Viruses in 
which particle formation ability has been reduced or eliminated can 
be isolated by selecting viruses by which M protein localization is 
reduced or eliminated. 

In the screening method of the present invention it is preferable 

35 use a detection method that utilizes cell-surface M protein 
aggregation as an index to screen for (-) strand RNA viral vectors 
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in which particle formation ability has been reduced or eliminated. 
This screening method comprises the steps of (a) detecting 
cell-surface M protein aggregation in cells in which the vector has 
been introduced, and (b) selecting a vector by which aggregation has 
5 been reduced or eliminated. Reduction of aggregation refers to 
significant reduction of aggregation. Further, reduction of 
aggregation also includes the complete elimination of aggregation, 
and of M protein itself. Reduction or elimination of aggregation 
includes not Idnly" cas.es .where aggregation is reduced or eliminated 

10 in all cells, but also cases where aggregation is reduced or eliminated 
on the cell surface of partial cell populations, and where aggregation 
is reduced or eliminated on partial cell surfaces. It also includes 
cases where aggregation is reduced or eliminated under a particular 
condition. For example, it also includes cases where the level of 

15 aggregation is equivalent to that of a wild type at a particular 
temperature or less, but reduced or eliminated relative to that wild 
type at a higher temperature. A preferable temperature at which 
aggregation is reduced compared to the wild-type virus, or eliminated, 
is about 37 to 38 °C, which corresponds to mammalian body temperature. 

20 For example, various mutant virus strains are infected into cells, 
and then M protein localization on cell surfaces is tested. Viruses 
in which particle formation ability has been reduced or eliminated 
can be isolated by selecting a virus strains in which cell-surface 
M protein aggregation is reduced or eliminated. 

25 In this invention, particle formation ability refers to the 

ability of a vector to release infective and non-infective viral 
particles from cells into which a viral vector has been infected. 
This release is called secondary release, and the particles are called 
virus-like particles (VLPs) . In this invention, reduction and 

30 suppression of particle formation refers to a significant reduction 
in particle formation ability. This reduction in particle formation 
ability includes complete elimination of the ability to form particles . 
The reduction or elimination of particle formation ability includes 
cases where the average particle formation ability of a viral vector 

35 is reduced. For example, it includes cases where particle formation 
ability is reduced or eliminated in some of the infected cells, and 
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cases where particle formation ability is reduced or eliminated in 
part of the infected virus. Furthermore, it includes cases where 
particle formation ability is reduced or eliminated under a certain 
condition. For example, it includes cases where particle formation 
5 by a transgenic virus is similar to that by a wild-type virus at a 
specific temperature or lower, but is reduced or eliminated relative 
to that wild-type virus at temperatures above the specific temperature 
Temperature ' conditions are preferably such that reduction or 
elimination of particle formation ability in the transgenic virus 

10 as compared to the wild-type virus occurs at 37°C to 38°C, which 
corresponds to mammalian body temperature (e. g., 37°C) . 

The reduction of particle formation ability in the viruses is 
statistically significant (for example, at a significant level of 
5% or less) . Statistical verification can be carried out using, for 

15 example, the Student t-test or the Mann-Whitney [/-test. Particle 
formation ability in the virus is reduced to a level of 1/2 or less, 
preferably 1/5 or less, more preferably 1/10 or less, more preferably 
1/30 or less, more preferably 1/50 or less, more preferably 1/100 
or less, more preferably 1/300 or less, and more preferably 1/500 

20 or less. 

Elimination of particle formation ability includes 
quantitative or functional elimination of particle formation. 
Quantitative elimination of particle formation ability refers to 
cases where, for example, the VLPs are below the detection limit. 

25 In these cases, the number of VLPs is 10 3 /ml or less, preferably 10 2 /ml 
or less, and more preferably lOVml or less. Functional elimination 
of particle formation ability refers to cases where a sample which 
possibly comprises VLPs is transfected to cells but does not result 
in detectable infectivity. Viral particles can be directly confirmed 

30 by observation under an electron microscope, etc. Alternatively, 
they can be detected and quantified using viral nucleic acids or 
proteins as indicators. For example, genomic nucleic acids in the 
viral particles may be detected and quantified using general methods 
of nucleic acid detection such as the polymerase chain reaction (PCR) . 

35 Alternatively, viral particles comprising a foreign gene can be 
quantified by infecting them into cells and detecting expression of 
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that gene. Non-infective viral particles (virus-like particles, 
etc . ) can be quantified by detecting gene expression after introducing 
the particles into cells in combination with a transfection reagent. 
Specifically, a lipofection reagent such as DOSPER Liposomal 
5 Transfection Reagent (Roche, Basel, Switzerland; Cat. No. 1811169) 
can be used. One hundred microliters of a solution with or without 
viral particles is mixed with 12 .5 jil of DOSPER, and allowed to stand 
for ten minute's at 'room temperature. The mixture is shaken every 15 
minutes and transf ected to cells conf luently cultured on 6-well plates . 

10 Virus-like particles can be detected by the presence or absence of 
infected cells from the second day after transfection. Viral 
particles or infectivity can be determined by measurement using, for 
example, CIU assays or hemagglutination activity (HA) (Kato, A. et 
al., 1996, Genes Cells 1: 569-579; Yonemitsu, Y. & Kaneda, Y., 

15 "Hemaggulutinating virus of Japan-liposome-mediated gene delivery 
to vascular cells.'', Ed. by Baker AH., Molecular Biology of Vascular 
Diseases. Method in Molecular Medicine: Humana Press: pp. 295-306, 
1999) . Transfection can be carried out, for example, by using 
lipofection reagents. Transfection can also be performed, for 

20 example, by using DOSPER Liposomal Transf ection Reagent (Roche, Basel, 
Switzerland; Cat No. 1811169) . 12.5 ^il of DOSPER is mixed with 100 
jil of a solution with or without VLPs, and the mixture is allowed 
to stand at room temperature for ten minutes. The mixed solution is 
shaken every 15 minutes and transfected to cells confluently cultured 

25 on 6-well plates. The presence of VLPs can be tested by detecting 
the presence or absence of infected cells after two days. 

A test virus to be used for the screening may be a spontaneous 
mutant strain or so on, or an artificially created mutant. A virus 
selected by screening can be used as the (-) strand RNA virus vector 

30 in which particle formation ability has been reduced or eliminated. 

A gene leading to the reduction or elimination of particle 
formation ability in a (-) strand RNA virus vector can be screened 
using the above detection method. This screening method comprises 
the steps of (a) detecting M protein localization in cells into which 

35 the (-) strand RNA virus vector containing a test gene has been 
introduced, and (b) selecting genes which reduce or eliminate 
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localization. Reduction or elimination of localization can be 
detected as described above. For example, the localization screening 
method using cell-surface M protein aggregation as an index comprises 
the steps of (a) detecting cell-surface M protein aggregation in cells 
5 in which the (-) strand RNA virus vector containing a test gene has 
been introduced, and (b) selecting genes which reduce or eliminate 
aggregation. For example, viral vectors in which various mutant viral 
genes and other genes have been inserted are prepared, and these 
vectors are infected into cells, followed by detection of cell-surface 

10 M protein localization expressed from the infecting virus in the cells . 
A gene by which particle formation ability is reduced or eliminated 
can be isolated by selecting a gene contained in a viral vector by 
which cell-surface M protein aggregation of M protein has been reduced 
or eliminated. There is no particular limitation as to the test gene 

15 to be used in the screening, and such a gene may include a gene derived 
from a virus or cell, and a gene containing spontaneous or artificially 
created mutations. A test gene is preferably a mutant of a gene 
selected from the group consisting of the M, F, and HN genes of a 
(-) strand RNA virus. In some cases a gene functionally equivalent 

20 to the M gene of the (-) strand RNA virus is referred to as Ml, and 
similarly, genes functionally equivalent to the F and HN genes can 
be referred to as G and H, respectively. In the present invention, 
the M gene includes the Ml gene, and the F and HN genes include the 
G and H genes respectively. The term "mutant " means, for example, 

25 a gene encoding a protein carrying one or more amino acid substitutions, 
deletions, additions, and/or insertions compared to the wild-type 
gene product. When the test gene is a mutant M gene, in the step (a) , 
localization of the expression products of the mutant M gene is 
detected in cells in which the (-) strand RNA virus vector containing 

30 the test mutant M gene has been introduced. When the test genes are 
mutant F and/or HN genes, in the step (a), localization of M protein 
expressed from the vector is detected in cells in which the (-) strand 
RNA virus vector containing the test mutant F and/or HN genes have 
been introduced. * A -gene that reduces or eliminates M protein 

35 localization is selected by detecting M protein localization in the 
cells. For example, when M protein localization is tested using 
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cell-surface aggregation as an index, a gene that reduces or eliminates 
M protein aggregation is selected by detecting cell-surface M protein 
aggregation. Similar screening can be carried out by using, for 
example, a test gene that encodes a protein capable of interacting 
5 with viral gene products such as the M, F, or HN proteins. The gene 
obtained can be used for producing a (-) strand RNA virus vector in 
which particle formation ability has been reduced or eliminated. 

Herein, the term "a gene that reduces or eliminates M protein 
localization in cells" means a gene that causes a reduction or 

10 elimination of subcellular M protein localization (namely, it alters 
the normal localization of M protein) . For example, in addition to 
the expression of a gene which reduces or eliminates M protein 
localization, this phrase also includes cases where gene expression 
results in deficient M protein localization, or alterations of other 

15 environmental factors (for example, pH, salt concentration, 
temperature, addition of compounds, co-expression of other genes, 
etc . ) . 

Using this screening, a gene involved in the reduction or 
elimination of particle formation ability can be specified from the 

20 above viruses, which were isolated by screening for (-) strand RNA 
virus vectors in which particle formation ability has been reduced 
or eliminated. Namely, genes that reduce or eliminate particle 
formation ability can be screened for using genes contained in an 
isolated virus as test genes . Genes obtained can be used for producing 

25 the recombinant virus in which particle formation ability has been 
reduced or eliminated. 

When using a gene isolated as described above to produce a 
(-) strand RNA virus vector in which particle formation ability has 
been reduced or eliminated, the present inventors found that (-) strand 

30 RNA virus vectors retaining such a gene can be efficiently produced 
by a method comprising the step of reconstitution under conditions 
persistently complementing the reduction or elimination of M protein 
localization by the gene, for example, reduction or elimination of 
cell-surface M protein aggregation. The recombinant (-) strand RNA 

35 virus vector in which particle formation ability has been reduced 
or eliminated, produced by the method of the present invention, has 
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the advantage that it does not release VLPs after introduction into 
target cells. 

The term "conditions persistently complementing" means 
conditions where complementation is sustained for a period of time 
5 long enough to reconstitute the (-) strand RNA virus vector. 
Conditions of persistent complementation typically mean conditions 
where reduction or elimination of M protein localization in cells, 
for example, the reduction or elimination of cell-surface M protein 
aggregation, is continually complemented for at least two days, 
10 preferably four days or longer', more preferably seven days or longer, 
further preferably ten days or longer, and most preferably 14 days 
or longer. 

For example, to produce a vector which comprises an M gene 
comprising a mutation by which cell-surface aggregation is reduced 

15 under a certain condition, the virus is reconstituted while 
persistently maintaining that condition (under which reduction of 
cell-surface aggregation is suppressed) . For example, 

reconstitution may be carried out under a condition whereby the mutant 
phenotype is not expressed. Alternatively, the M protein mutant may 

20 be complemented by persistently expressing the wild-type M gene in 
cells. As a further example, where an M gene-deficient vector is 
produced, reconstitution can also be performed by persistently 
expressing the wild-type M gene in cells. 

In the present invention it was revealed that when a viral vector 

25 was reconstituted at a low temperature, the reduction or elimination 
of normal M protein localization was suppressed, and thus the 
efficiency of virus reconstitution was significantly increased. 
Particularly, an the reconstitution of a vector comprising a mutant 
(or deficient) gene by which particle formation ability was reduced, 

30 reconstitution at 37 °C and 38 °C was inefficient, and cytotoxicity 
was also observed. Efficient reconstitution could be achieved at 35°C 
or lower, preferably at 32 °C. Accordingly, in the present invention 
it is preferable to reconstitute viral vectors at 35°C or lower, more 
preferably at 34°C or lower, further preferably at 33°C or lower, 

35 most preferably at 32°C or lower. 

The present invention provides, as one such method, a method 
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for reconstituting an M gene-deficient or M gene-mutated (-) strand 
RNA virus vector in particular . Namely, the present invention relates 
to a method for producing a recombinant (-) strand RNA virus vector 
in which particle formation ability has been reduced or eliminated, 
5 which comprises the step of reconstituting, under a condition where 
the functional M protein is persistently expressed, a (-) strand RNA 
virus vector that reduces or eliminates M protein localization due 
to M gene deficiency or mutation. Specifically, for example, the 
present invention relates to a„.(— ) strand RNA virus vector that reduces 

10 or eliminates cell-surface M protein aggregation. The term 
"functional M protein" means the wild-type M protein or a protein 
comprising a function equivalent to that of this protein. 
Specifically, it means a protein comprising the activity of causing 
cell-surface aggregation, and thus of supporting particle formation 

15 by a (-) strand RNA virus vector. 

Particularly preferably embodiments of these methods include 
a method comprising a step of reconstituting a (-) strand RNA virus 
vector comprising a temperature-sensitive mutant M gene that reduces 
or eliminates localization of its gene product in cells, at allowable 

20 temperatures. Temperature-sensitive mutation refers to a mutation 
that significantly reduces an activity at high temperatures (e.g., 
37°C) compared to at low temperatures (e.g., 32°C) . A specif ic example 
is a method comprising the step of reconstituting a (-) strand RNA 
virus vector comprising a temperature-sensitive mutant M gene that 

25 reduces or eliminates aggregation of gene product on the cell surface, 
at allowable temperatures . The temperature-sensitive M gene mutation 
is not particular limited, however includes, for example, at least 
one of the amino acid sites selected from the group consisting of 
G69, T116, and A118 from the Sendai virus M protein, preferably two 

30 sites arbitrarily selected from among these, and more preferably all 
three sites. Other (-)strand RNA virus M proteins comprising 
homologous mutations can also be used as appropriate, and use is also 
not limited thereto. Herein, G69 means the 69th amino acid glycine 
in M protein, T116 is the 116th amino acid threonine in M protein, 

35 and A183 is the 183rd amino acid alanine in M protein. 

The gene encoding M protein (the M gene) is widely conserved 
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in (-) strand RNA viruses, and is known to interact with both the viral 
nucleocapsid and envelope (Garoff, H. et al., Microbiol. Mol. Biol. 
Rev. 62:117-190 (1998)) . The SeV M protein amino acid sequence 104 
to 119 (104-KACTDLRITVRRTVRA-119 / SEQ ID NO: 38) is presumed to form 
5 an amphiphilic .-helix, and was identified as an important region for 
viral particle formation (Mottet, G. et al., J- Gen. Virol. 
80:2977-2986 (1999)). This region is widely conserved in (-) strand 
RNA viruses. M protein amino acid sequences are similar among 
(-) strand RNA viruses. .»In particular, known M proteins in viruses 

10 belonging to the 'subfamily Paramyxovirus are commonly proteins with 
330 to 380 amino acid residues. Their structure is similar over the 
whole region, however the C-end halves in particular have high homology 
(Gould, A. R., Virus Res. 43:17-31 (1996), Harcourt, B. H. et al., 
Virology 271:334-349 (2000)). Therefore, for example, amino acid 

15 residues homologous to G69, T116 and A183 of the SeV M protein can 
be easily identified. 

Amino acid residues at sites homologous to other (-) strand RNA 
virus M proteins corresponding to G69, T116 and A183 of the SeV M 
proteins can be identified by one skilled in the art using SeV M protein 

20 alignments created using an amino acid sequence homology search 
program (which includes an alignment forming function) such as BLAST, 
or an alignment forming program such as CLUSTAL W. Examples of 
homologous sites in M proteins that correspond to G69 in the SeV M 
protein include G69 in human parainfluenza virus-1 (HPIV-1) ; G73 in 

25 human parainfluenza virus-3 (HPIV-3) ; G70 in phocine distemper virus 
(PDV) and canine distemper virus (CDV) ; G71 in dolphin molbillivirus 
(DMV) ; G70 in peste-des-petits-ruminants virus (PDPR) , measles virus 
(MV) and rinderpest virus (RPV) ; G81 in Hendra virus (Hendra) and 
Nipah virus (Nipah) ; G70 in human parainfluenza virus-2 (HPIV-2); 

30 E47 in human parainfluenza virus-4a (HPIV-4a) and human parainfluenza 
virus-4b (HPIV-4b) ; and E72 in mumps virus (Mumps). (Descriptions 
in brackets indicate the abbreviation; letters and numbers indicate 
amino acids and positions . ) Examples of homologous sites of M proteins 
corresponding to T116 in the SeV M protein include T116 in human 

35 parainfluenza virus-1 (HPIV-1) ; T120 in human parainfluenza virus-3 
(HPIV-3) ; T104 in phocine distemper virus (PDV) and canine distemper 
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virus (CDV) ; T105 in dolphin molbillivirus (DMV) ; T104 in 
peste-des-petits-ruminants virus (PDPR), measles virus (MV) , 
rinderpest virus (RPV) ; T120 in Hendra virus (Hendra) and Nipah virus 
(Nipah) ; T117 in human parainfluenza virus-2 (HPIV-2) and simian 
5 parainfluenza virus 5 (SV5) ; T121 in human parainfluenza virus-4a 
(HPIV-4a) and human parainfluenza virus-4b (HPIV-4b) ; T119 in mumps 
virus (Mumps) ; and S120 in Newcastle disease virus (NDV) . Examples 
of homologous sites of M proteins corresponding to A183 of SeV M protein 
are A183 in human parainfluenza, virus-1 (HPIV-1) ; F187 in human 

10 parainfluenza virus-3 "(HPIV-3) ; Y171 in phocine distemper virus (PDV) 
and canine distemper virus (CDV) ; Y172 in dolphin molbillivirus (DMV) ; 
Y171 in peste-des-petits-ruminants virus (PDPR) ; measles virus (MV) 
and rinderpest virus (RPV) ; Y187 in Hendra virus (Hendra) and Nipah 
virus (Nipah); Y184 in human parainfluenza virus-2 (HPIV-2); F184 

15 in simian parainfluenza virus 5 (SV5) ; F188 in human parainfluenza 
virus-4a (HPIV-4a) and human parainfluenza virus-4b (HPIV-4b) ; F186 
in mumps virus (Mumps); and Y187 in Newcastle disease virus (NDV). 
Of the viruses mentioned here, viruses suitable for use in the present 
invention include those comprising genomes which encode an M protein 

20 mutant, where amino acid residue (s) have been substituted at any one 
of the above-mentioned three sites, preferably at an arbitrary two 
of these three sites, and more preferably at all three sites. 

An amino acid mutation includes substitution with any other 
desirable amino acid. However, substitution is -preferably with an 

25 amino acid with different chemical characteristics in its side chain. 
Amino acids can be divided into groups such as basic amino acids (e. 
g., lysine, arginine, histidine) ; acidic amino acids (e. g., aspartic 
acid, glutamic acid); uncharged polar amino acids (e. g., glycine, 
asparagine, glutamine, serine, threonine, tyrosine, cysteine) ; 

30 nonpolar amino acids (e. g., alanine, valine, leucine, isoleucine, 
proline, phenylalanine, methionine, tryptophane); p-branched amino 
acids (e. g., threonine, valine, isoleucine); and aromatic amino acids 
(e. g., tyrosine, phenylalanine, tryptophane, histidine) . One amino 
acid residue, belonging to a group of amino acids, may be substituted 

35 for by another amino acid, which belongs to a different group. 
Specific examples include but are not limited to: substitution of 
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a basic amino acid with an acidic or neutral amino acid; substitution 
of a polar amino acid with a nonpolar amino acid; substitution of 
an amino acid of molecular weight greater than the average molecular 
weights of 20 naturally-occurring amino acids, with an amino acid 
5 of molecular weight less than this average; and conversely,, 
substitution of an amino acid of molecular weight less than this 
average, with an amino acid of molecular weight greater than this 
average. For example, a mutant selected from the group consisting 
of G69E, T116A and A183S in the Sendai virus M protein, or comprising 

10 mutations homologous thereto, 'can be suitably used. Herein, G69E 
refers to a mutation wherein the 69th M protein amino acid glycine 
is substituted by glutamic acid, T116A refers to a mutation wherein 
the 116th M protein amino acid threonine is substituted by alanine, 
and A183S refers to a mutation wherein the 183rd M protein amino acid 

15 alanine is substituted by serine. In other words, G69, T116 and A183 
in the Sendai virus M protein or homologous M protein sites in other 
viruses, can be substituted by glutamic acid (E) , alanine (A) and 
serine (S) respectively. These mutations are preferably comprised 
in combination, and it is particularly preferable to comprise all 

20 three of the above-mentioned mutations. M gene mutagenesis can be 
carried out according to a known mutagenizing method. For example, 
as described in the Examples, a mutation can be introduced by using 
an oligonucleotide containing a desired mutation. 

In the case of measles virus for example, it is possible to 

25 introduce the M gene sequence of temperature-sensitive strain 
P253-505, in which the epitope sequence of an anti-M protein monoclonal 
antibody has been altered (Morikawa, Y. et al. f Kitasato Arch. Exp. 
Med., 64; 15-30 (1991)). In addition, the threonin at residue 104 
of the measles virus M protein, or the threonin at residue 119 of 

30 the mumps virus M protein, which correspond to the threonin at residue 
116 of the SeV M protein, may be substituted with any other amino 
acid (for example, alanine) . 

Another particularly preferable embodiment of the above method 
of the present invention comprises the step of reconstituting the 

35 (-) strand RNA virus vector containing the deficient M gene, under 
a condition where the M gene, integrated in the chromosome of the 
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cells used for the reconstitution, is expressed. The term "M gene 
deficiency" refers to the deletion of a sequence encoding the 
functional M protein, including cases where an M gene comprising a 
functionally deficient mutation is present, and cases where the M 
5 gene is absent. A functionally deficient M gene mutation can be 
produced, for example, by deleting the M gene protein-encoding 
sequence, or by inserting another sequence. For example, a 
termination codon can be inserted partway through the M 
protein-encoding sequence „• (WOOO./097OO ) . Most preferably, the M 

10 gene-deficient vector is ' completely devoid of M protein-encoding 
sequence. Unlike a vector encoding a temperature-sensitive mutant 
M protein, a vector without an M protein open reading frame (ORF) 
cannot produce viral particles under any conditions. 
In the present invention, it was found that recombinant viruses could 

15 be efficiently produced by integrating the M gene into the chromosomes 
of host cells used for vector reconstitution, and then persistently 
expressing and supplying M protein. Cells in which the M gene has 
been chromosomally integrated can be prepared, for example, by a method 
described in the Examples. The M gene may be constantly expressed, 

20 or inducibly expressed on viral reconstitution. Surprisingly, it was 
revealed that low-temperature reconstitution markedly improved 
vector production efficiency, even in the presence of wild-type M 
protein. Thus, vector reconstitution is preferably performed at a 
low temperature, specifically, at 35°C or a less, more preferably 

25 at 34 °C or less, further preferably at 33 °C or less, and most preferably 
at 32°C or less. 

It is preferable for the (-) strand RNA virus vector to further 
comprise the deficient HN and/or F genes, or temperature-sensitive 
mutant HN and/or F genes, in a method for producing the recombinant 

30 (-) strand RNA virus vector in which particle formation ability has 
been reduced or eliminated, where that method comprises the step of 
reconstituting a (-) strand RNA virus vector that reduces or eliminates 
M protein localization by M gene deficiency or mutation under a 
condition where the functional M protein is persistently expressed. 

35 At non-permissive temperatures, particle formation ability was 
revealed to be extremely reduced, particularly in the case of a vector 
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containing a temperature-sensitive HN gene mutation in addition to 
an M gene deficiency or mutation. The temperature-sensitive HN gene 
mutation is not particularly limited, but for example comprises at 
least one of the amino acid sites selected from the group consisting 
5 of A262, G264, and K461 in the Sendai virus HN protein, preferably 
an arbitrary two of these sites, and more preferably all three sites. 
Other (-) strand RNA virus HN proteins comprising homologous mutations 
can also be suitably used, but are also not limited thereto. Herein, 
A262 means the 262nd HN protein amino acid alanine, G264 is the 264th 

10 HN protein amino acid glycine, and K461 is the 461st HN protein amino 
acid lysine. The amino acid mutation can be a substitution with any 
desired amino acid. However, it is preferably a substitution with 
an amino acid with different chemical side chain characteristics, 
as previously described in the case of M protein mutation. For example, 

15 it includes substitution by an amino acid belonging to a different 
group, as previously described. Specifically, mutants selected from 
the group consisting of A262T, G264R, and K461G in the Sendai virus 
HN protein, or comprising mutations homologous to the above-mentioned 
mutants, can be adequately used. Herein, A262T refers to a mutation 

20 wherein the 2 62nd HN protein amino acid alanine is substituted by 
threonine; G264R refers to a mutation in which the 264th HN protein 
amino acid glycine is substituted by arginine; and K461G refers to 
a mutation in which the 4 61st HN protein amino acid lysine is 
substituted by glycine. In other words, A262, G264, and K461 in the 

25 Sendai virus HN protein, or homologous sites in the HN protein of 
other viruses, can be substituted by threonine (T) , arginine (R) , 
and glycine (G) , respectively. It is preferable to comprise a 
combination of these mutations, and is more preferable to comprise 
all three mutations. 

30 An additional example refers to the Urabe AM9 strain of the mumps 

virus, which demonstrates temperature sensitivity and is used as a 
vaccine (Wright, K. E. etal., Virus Res., 67; 49-57 (2000)). In the 
present invention, and with respect to this virus, mutations are 
preferably introduced at the 464th and 468th amino acids. Amino acid 

35 mutations at sites homologous to these can be applied to other 
(-) strand RNA viruses. 
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A deficient F gene is particularly preferable in a (-) strand 
RNA virus vector comprising a temperature-sensitive M gene. In 
addition, it is more preferable for the F gene-deficient vector 
comprising the temperature-sensitive M gene to further comprise an 
5 HN gene with a temperature-sensitive mutation. In the present 
invention, it was demonstrated that a high-titer F gene-deficient 
(-) strand RNA virus vector comprising temperature-sensitive M and 
HN genes could be produced by reconstituting the viral vector at a 
permissive temperature using an F protein-expressing helper cell. 

10 The vector was also shown to produce significantly fewer VLPs . In 
the present invention, "def iciency" of a gene means that the functional 
gene product (a protein in the case of a protein-encoding gene) is 
not substantially expressed. Gene deficiency includes a null 
phenotype for a subject gene. Gene deficiency also includes cases 

15 in which the gene has been deleted, where the gene is not transcribed 
due to mutations in the transcription initiation sequence or the like, 
where the functional protein is not produced due to frameshift or 
codon mutations or the like, where the activity of the expressed 
protein has been substantially eliminated (or extremely reduced (for 

20 example, to 1/10 or less)) due to amino acid mutations or the like, 
where protein translation is eliminated or extremely reduced (for 
example, to 1/10 or less), etc. 

This invention also refers to recombinant viruses comprising 
mutations that stimulate sustained infection in the P gene or L gene 

25 of (-) strand RNA viruses. These mutations more specifically include 
mutation of the 86th SeV P amino acid glutamine (E86), substitution 
to another amino acid of the 511th SeV P amino acid leucine (L511), 
and substitution of homologous sites of other (-) strand RNA virus 
P proteins . The amino acid mutation may be a substitution to any other 

30 desirable amino acid, however is preferably a substitution to an amino 
acid with different chemical side chain characteristics, as described 
above. For example, the substitution includes substitution by an 
amino acid belonging to a different group, as previously described. 
More specific examples include the substitution of E86 by lysine (E86K) , 

35 and the substitution of L511 by phenylalanine (L511F) . In the case 
of L protein, substitution ( s ) of the 1197th amino acid asparagine 
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(N1197) and/or the 1795th amino acid lysine (K1795) by another amino 
acid, or substitutions at homologous sites of other (-) strand RNA 
virus L proteins, can also be included. An L protein gene comprising 
both of these two mutations in the L protein is especially preferable. 
5 The amino acid mutation can also be a substitution by any selected 
amino acid, however it is preferably a substitution by an amino acid 
with different chemical side chain characteristics, as previously 
described. For example, a substitution by an amino acid belonging 
to a different group can be included. More specific examples include 

10 the substitution of N1197 by serine (N1197S), and a substitution of 
K1795 by glutamic acid (K1795E) . , The presence of both P and L gene 
mutations remarkably increases sustained infectivity, suppression 
of secondary particle release, and cytotoxicity suppression. These 
effects can be dramatically increased by combining the 

15 above-mentioned temperature-sensitive mutant gene(s) in HN protein 
and/or M protein. A recombinant (-) strand RNA virus comprising at 
least one temperature-sensitive mutation in the M and/or HN genes, 
and at least one sustained-inf ectivity type mutation in the P and/or 
L genes, is preferable. In particular, a virus with mutations in all 

20 four genes (M, HN, P, and L) is further preferable . A virus comprising 
the three above-mentioned amino acid mutations in the M and HN genes 
(in SeV: G69, T116 and A183 in M; and A262, G264 and K461 in HN), 
and at least one of the two above-mentioned P gene mutations (E86 
or L511 in SeV) , and the two above-mentioned L gene mutations (N1197 

25 and K1795 in SeV), is most preferable. These recombinant viruses 
comprising mutations in the P and/or L gene are preferable when a 
(-) strand RNA virus spike protein gene (e.g. the F gene) is lost. 
By producing a virus strain using a deficient F-gene and an F-helper 
cell which expresses F protein, it is possible to obtain a viral vector 

30 that does not multiply after infecting target cells, and in which 
cytotoxicity is reduced and secondary particle production 
dramatically suppressed. Such a vector can express introduced 
gene(s) for longer periods than vectors with wild-type P or L genes. 
These viruses of the present invention are useful in gene transfer 

35 for reducing cytotoxicity; suppressing reduced expression of 
introduced genes, and suppressing the release of virus and virus-like 
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particles (VLPs) from virus-infected cells. 

This invention, as described in the specification, provides a 
method that decreases the degree of cytotoxicity in gene transfer. 
This method comprises the step of introducing a virus comprising 
5 mutations or deficiencies in viral genes (e. g. the M, HN, P, or L 
gene, or combinations thereof) into cells. This invention also 
provides a method for suppressing the release of VLPs from 
virus-introduced cells in gene transfer, where this method comprises 
the step of introducing such a virus into cells. The degree of 

10 cytotoxicity can be determined, for example, by measuring the release 
of LDH as described in the Examples. The level of expression of the 
introduced gene can be determined by Northern hybridization or RT-PCR 
using a fragment of the introduced gene as a probe or primer; by 
immunoprecipitation or Western blot analysis using an antibody 

15 against the product of the introduced gene; or by measuring the 
activity of the product of the introduced gene. VLP release can be 
measured, for example, by determining HA activity as shown in the 
Examples. Alternatively, VLPs in the supernatant solution can be 
quantified by recovering the supernatant solution, and measuring the 

20 expression of genes including VLPs after transfection into cells. 
It is preferable that reductions in cytotoxicity, introduced gene 
expression, and VLP release are, for example, statistically 
significant reductions (or suppressions) when compared to a virus 
without a corresponding mutation or deficiency (for example, 

25 statistical level of 5% or less) . Statistical analysis can be carried 
out, for example, using the Student t-test or the Mann-Whitney C7-test. 
Reduction or suppression should preferably be to 90% or less of the 
reference virus, more preferably to 80% or less, even more preferably 
to 70% or less, or 60% or less. Reduction or suppression is more 

30 preferably to 1/2 or less, more preferably to 1/3 or less, 1/5 or 
less, or 1/8 or less of the reference level. 

This invention can be used in gene transfer to reduce 
cytotoxicity, to suppress reduced expression of introduced genes, 
and to suppress VLP release from cells introduced with viruses 

35 comprising mutations or deficiencies in viral genes, as described 
in this specification. These viruses are viruses used in gene transfer 
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for reducing cytotoxicity, for suppressing reduced expression of 
introduced genes, or for suppressing VLP release from 
virus-introduced cells. 

In the present invention, "(~) strand RNA virus" refers to an 
5 RNA virus comprising a negative strand as its genome. In the present 
invention, a (-) strand RNA virus preferably refers to a non-segmented 
(-) strand RNA virus, i.e. a single-strand RNA virus comprising a 
negative strand as its genome. The (-) strand RNA virus is exemplified 
by, for example, viruses belonging to the Paramyxoviridae family, 

10 such as the Sendai virus, Newcastle disease virus, mumps virus, measles 
virus, RS virus (Respiratory syncytial virus), rinderpest virus and 
distemper virus; viruses belonging to the Orthomyxoviridae family,, 
such as the influenza virus; viruses belonging to the Rhabdoviridae 
family, such as vesicular stomatitis virus and rabies virus; etc. 

15 Herein, the (-) strand RNA virus vector is preferably a non-segmented 
type (-) strand RNA virus, and more preferably, a paramyxovirus. 

In the present invention, preferable (-) strand RNA viruses 
include the Sendai virus (SeV) , human parainfluenza virus-1 (HPIV-1), 
human parainfluenza virus-3 (HPIV-3) , phocine distemper virus (PDV) , 

20 canine distemper virus (CDV) , dolphin molbillivirus (DMV), 
peste-des-petits-ruminants virus (PDPR), measles virus (MV) , 
rinderpest virus (RPV) , Hendra virus (Hendra) , Nipah virus (Nipah) , 
human parainfluenza virus-2 (HPIV-2), simian parainfluenza virus 5 
(SV5), human parainfluenza virus-4a (HPIV-4a) , human parainfluenza 

25 virus-4b (HPIV-4b) , mumps virus (Mumps) , and Newcastle disease virus 
(NDV) . More preferably, examples include viruses selected from the 
group consisting of Sendai virus (SeV) , human parainfluenza virus-1 
(HPIV-1), human parainfluenza virus-3 (HPIV-3), phocine distemper 
virus (PDV), canine distemper virus (CDV), dolphin molbillivirus 

30 (DMV), peste-des-petits-ruminants virus (PDPR), measles virus (MV) , 
rinderpest virus (RPV), Hendra virus (Hendra), and Nipah virus 
(Nipah) . 

The virus genes encoded by these viruses have been known. 
Accession numbers are exemplified below: AF014953 (CDV), X75961 (DMV), 
35 D01070 (HPIV-1), M5.5320 (HPIV-2), D10025 (HPIV-3), X85128 (Mapuera) , 
D86172 (Mumps), K01711 (MV) , AF064091 (NDV), X74443 (PDPR), X75717 
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(PDV) , X68311 (RPV) , X00087 (SeV) , M81442 (SV5) , and AF079780 (Tupaia) 
for N gene; X51869 (CDV) , Z47758 (DMV) , M74081 (HPIV-1) , X04721 
(HPIV-3), M55975 (HPIV-4a) , M55976 (HPIV-4b) , D86173 (Mumps), M89920 
(MV) , M20302 (NDV) , X75960 (PDV) , X68311 (RPV) , M30202 (SeV) , AF052755 
5 (SV5), andAF079780 (Tupaia) for P gene; AF014 953 (CDV), Z47758 (DMV) , 
M74081 (HPIV-1), D00047 (HPIV-3) , AB016162 (MV) , X68311 (RPV), 
AB005796 (SeV), andAF079780 (Tupaia) for C gene; M12669 (CDV), Z30087 
(DMV), S38067 (HPIV-1), M62734 (HPIV-2), D00130 (HPIV-3), D10241 
(HPIV-4a), D10242 (HPIV-4b) , D86171 (Mumps), AB012948 (MV) , AF089819 
10 (NDV), Z47977 (PDPR), X75717 (PDV),, M34018 (RPV), U31956 (SeV), and 
M32248 (SV5) 'for M gene; M21849 (CDV) , AJ224704 (DMV), M22347 (HPN-1) , 
M60182 (HPIV-2) , X05303 (HPIV-3) , D49821 (HPIV-4a) , D49822 (HPIV-4b) , 
D86169 (Mumps), AB003178 (MV) , AF048763 (NDV), Z37017 (PDPR), 
AJ224706 (PDV), M21514 (RPV), D17334 (SeV), and AB021962 (SV5) for 
15 F gene; AF112189 (CDV), AJ224705 (DMV), U709498 (HPIV-1), D000865 
(HPIV-2), AB012132 (HPIV-3), M34033 (HPIV-4A) , AB006954 (HPIV-4B) , 
X99040. (Mumps) , K01711 (MV) , AF204872 (NDV), Z81358 (PDPR), Z36979 
(PDV), AF132934 (RPV), U06433 (SeV), and S76876 (SV-5) for HN (H or 
G) gene. More than one strain is known for viral species, and genes 
20 comprising sequences other than those shown above may exist, depending 
on different strains. 

In the present invention, "paramyxovirus" refers to viruses that 
belong to the family Paramyxoviridae, and to viruses derived from 
them. Paramyxovirus is a virus group with a non-segmented negative 
25 strand RNA genome. Paramyxoviruses in the present invention include 
the subfamily Paramyxovirinae (comprising the genus Respirovirus 
(also called the genus Paramyxovirus) , the genus Rubula virus and the 
genus Morbillivirus) , and the subfamily Pneumovirinae (comprising 
the genus Pneumovirus and the genus Metapneumovirus) . 
30 Paramyxoviruses to which the present invention can be applied include, 
for instance, viruses belonging to the Paramyxoviridae, such as the 
Sendai virus, Newcastle disease virus, mumps virus, measles virus, 
RS virus (Respiratory syncytial virus), rinderpest virus, distemper 
virus, simian parainfluenza virus (SV5) , and human parainfluenza 
35 virus type 1, 2, and 3, etc. The viruses of the present invention 
are preferably viruses belonging to the subfamily Paramyxovirinae 
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(comprising the genus Respirovirus, the genus Rubulavirus and the 
genus Morbillivirus) , and more preferably viruses belonging to the 
genus Respirovirus (also called the genus Paramyxovirus) or 
derivatives thereof- Examples of viruses of the genus Respirovirus 
5 to which the present invention can be applied include human 
parainfluenza virus type 1 (HPIV-1) , human parainfluenza virus type 
3 (HPIV-3) , bovine parainfluenza virus type 3 (BPIV-3) , Sendai virus 
(also called murine parainfluenza virus type 1) , simian parainfluenza 
virus type 10 (SPIV-10), etc. The paramyxovirus of the present 

10 invention is most preferably the Sendai virus. These viruses may be 
derived from 'natural strains/ wild-type strains, mutant strains, 
laboratory-passaged strains, artificially constructed strains, etc. 
Incomplete viruses such as the DI particle (J. Virol. 68, 8413-8417 
(1994)), synthesized oligonucleotides, and so on, can also be utilized 

15 as material for producing the viral vector of the present invention. 
The (-) strand RNA viruses are suitable as vectors for gene transfer. 
Their transcription and replication only take place in the cytoplasm 
of host cells. They have no DNA phase, and thus chromosomal 
integration does not occur. Therefore, safety problems which depend 

20 on chromosomal aberration, such as canceration and immortalization, 
do not exist. These characteristics greatly contribute to the safety 
of (-) strand RNA viruses as vectors. The results of foreign gene 
expression suggest that nucleotide mutation does not take place, even 
during continuous multi-generational culture of SeV, indicating a 

25 highly stable genome, and stable expression of the inserted foreign 
gene over long periods (Yu, D. etal., Genes Cells 2: 457-466 (1997)). 
As (-) strand RNA viruses do not have capsid protein structure, they 
also possess advantages in packaging and size flexibility in the 
introduced gene. The SeV vector can be used to introduce foreign 

30 gene(s) of 4 kb or larger. By adding a transcription unit, two or 
more types of gene can be simultaneously expressed. 

In rodents, the Sendai virus is known to be pathogenic and to 
cause pneumonia, but in humans it is non-pathogenic. This is supported 
by previous reports that the intranasal application of wild-type 

35 Sendai virus did not cause severe symptoms in non-human primates 
(Hurwitz, J. L. et al., Vaccine 15: 533-540 (1997)). Further 
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remarkable advantages are its "high infectivity" and "high expression 
level". SeV vectors infect by binding to sialic acid in the 
sugar-chain of cell membrane proteins. As sialic acid is expressed 
in almost all cells, a wider inf ection spectrum, i . e . high inf ectivity, 
5 is expected. Replicative vectors based on the SeV replicon can induce 
the re-infection of surrounding cells by released viral particles. 
Distribution to daughter cells, in line with cell division, is expected 
to result in sustained expression of RNP produced in multiple copies 
in the cytoplasm of infected cells. SeV vectors can be applied. to 

10 a very wide range of .different tissues . This broad range of 
infectivity indicates that these vectors can be applied in various 
types of antibody therapy (and analysis) . Due to their characteristic 
expression mechanism, whereby transcription and replication only 
occur in the cytoplasm, expression of the introduced gene is shown 

15 to be very high (Moriya, C. etal., FEBSLett. 425(1): 105-111 (1998); 
WO00/70070) . 

In the present invention, "vector" refers to a carrier that 
transfers nucleic acids into cells. In the present invention, 
"(-) strand RNA virus vector" refers to a vector (carrier) that is 

20 derived from a (-) strand RNA virus, and transfers nucleic acids into 
cells. In the present invention, the (-) strand RNA virus vector may 
be an infective virus particle. Virus particle refers to a 
nucleic-acid-containing minute particle that is released from a cell 
by the action of viral proteins. Virus particles can take various 

25 forms, e.g. that of spheres or rods, depending on the viral species. 
They are significantly smaller than cells, generally in the range 
of about 10 nm to about 800 run. Paramyxovirus viral particles are 
structured such that the above-mentioned RNP comprises the genomic 
RNA and viral proteins, and is enclosed by a lipid membrane (or 

30 envelope) derived from the cell membrane . In the case of viruses whose 
genome includes genes that encode mutant viral proteins comprising 
amino acid substitution ( s ) (e.g. mutant M, HM, P, or L protein as 
described in the Examples), the viral vector can be a complex 
consisting of the genomic RNA of a (-) strand RNA virus, and the viral 

35 proteins, i.e. ribonucleoprotein (RNP). RNP can be introduced into 
target cells, for example, in combination with a desired transfection 
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reagent. Such RNP is, more specifically, a complex comprising the 
genomic RNA of a (-) strand RNA virus, N protein, P protein, and L 
protein. When RNP is introduced into cells, the viral proteins work 
to transcribe cistrons encoding viral proteins from the genomic RNA, 
5 so that the genome itself is replicated, and daughter RNPs are produced . 
Replication of the genomic RNA can be confirmed by detecting the 
increase in RNA copy number using RT-PCR, Northern hybridization, 
or such. Herein, "inf ectiveness" refers to the ability to introduce 
a gene from a vector into adhered cells, by maintaining the ability 

10 of a recombinant (-) strand RNA; virus vector to adhere to cells. In 
a desirable embodiment, a (-) strand RNA virus vector is maintained 
such that it can express a foreign gene. A (-) strand RNA virus vector 
of the present invention does not comprise the replicative ability 
of a wild-type virus, because cell surface M protein aggregation has 

15 been reduced or eliminated, and particle formation suppressed. In 
the case of host cell infection by a viral vector, "replication 
ability" refers to the virus 1 ability to replicate in host cells, 
and to produce infective particles. Examples of host cells include 
LLC-MK2 and CV-1. 

20 A (-) strand RNA virus vector contains the genomic RNA of a 

(-) strand RNA virus. "Genomic RNA" refers to RNA that comprises the 
ability to form (-) strand RNA viral proteins along with RNP, to use 
these proteins to express genes from the genome, and to then replicate 
these nucleic acids and form daughter RNPs. A (-) strand RNA virus 

25 comprises a negative strand RNA as its genome, and this kind of RNA 
encoded carried genes in the antisense mode. In general, (-) strand 
RNA viral genomes comprise viral genes in antisense series between 
the 3 '-leader region and the 5 '-trailer region. Between the open 
reading frames for each gene, a series of sequences is present: a 

30 transcription termination sequence (E sequence) , intervening 
sequence (I sequence) , and transcription initiation sequence (S 
sequence) . Thus the RNA encoding each gene's open reading frame is 
transcribed as a separate cistron. Genomic RNAs included in the 
viruses of this invention encode (in antisense mode) nucleocapsid 

35 (N) , phosphor (P) and large (L) proteins, and mutant proteins thereof . 
These proteins are necessary for the expression of genes encoded by 
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the RNAs, and for autonomous replication of the RNA themselves. In 
a preferable embodiment, the RNA does not encode matrix protein (M) , 
which is needed for the formation of viral particles , nor does it 
encode mutant M protein . The RNA may or may not encode spike proteins , 
5 which are needed for viral particle infection. In a preferable 
embodiment, the RNA comprises a mutation in at least one spike protein. 
Alternatively, the RNA does not encode at least one spike protein. 
Paramyxovirus spike proteins of include fusion protein (F protein), 
which induces fusion of cell membranes ; and hemagglutinin-neuramidase 
10 protein (HN protein), which is needed for adhesion between proteins 
and cells. . 

"Recombinant" refers to a compound or composition produced via 
a recombinant polynucleotide. "Recombinant polynucleotide" refers 
to a polynucleotide that is not bound to its natural state. 

15 Specifically, recombinant polynucleotides include artificially 
rearranged polynucleotide chains, or artificially synthesized 
polynucleotides. Herein, a "recombinant" (-) strand RNA virus vector 
refers to a (-) strand RNA virus vector constructed by genetic 
engineering, or a (-) strand RNA virus vector obtained by amplifying 

20 this vector. Recombinant (-) strand RNA virus vectors can be generated, 
for example, by reconstituting recombinant (-) strand RNA virus cDNAs . 

Genes encoding paramyxovirus viral proteins include, for 
example, the NP, P, M, F, HN and L genes. "NP, P, M, F, HN and L genes" 
refer to genes encoding nucleocapsid, phospho, matrix, fusion, 

25 hemagglutinin-neuraminidase and large proteins, respectively. 
Genes of viruses belonging to the subfamily Paramyxovirinae are 
represented in general as below: The NP gene is also generally 
described as the "N gene". 
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30 

For example, database accession numbers for nucleotide 
sequences of Sendai virus genes classified into Respiroviruses of 
the family Paramyxoviridae are: M29343, M30202, M30203, M30204, 
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M51331, M55565, M69046 and X17218 for the NP gene; M30202, M30203, 
M30204, M55565, M69046, X00583, X17007 and X17008 for the P gene; 
D11446, K02742, M30202, M30203, M30204, M69046, U31956, X00584 and 
X53056 for the M gene; D00152, D11446, D17334, D17335, M30202, M30203, 
5 M30204, M69046, X00152 and X02131 for the F gene; D26475, M12397, 
M30202, M30203, M30204, M69046, X00586, X02808 and X56131 for the 
HN gene; and D00053, M30202, M30203, M30204, M69040, X00587 and X58886 
for the L gene. 

The term "gene" used herein means a genetic substance, which 

10 includes nucleic, acids. such as RNA, DNA, etc. In general, a gene may 
or may not encode a protein. In the present invention, a nucleic acid 
encoding a protein is called a protein gene. For example, a gene may 
encode a functional RNA such as a ribozyme, antisense RNA, etc. A 
gene may have a naturally derived or artificially designed sequence. 

15 Herein, "DNA" includes single-stranded DNA and double-stranded DNA. 
The term "encoding a protein" refers to comprising an antisense or 
sense ORF, which encodes a protein amino acid sequence, such that 
a polynucleotide can be expressed under suitable conditions. 

In the present invention, there is no particular limitation as 

20 to the (-) strand RNA virus vector to be tested or produced. A preferred 
(-) strand RNA virus vector includes, for example, a vector exhibiting 
replicative capability, and which can self-replicate under 
conditions that ensure persistent complementation of the reduction 
or elimination of cell-surface M protein aggregation. For example, 

25 the genome of natural paramyxoviruses generally contains a short 
leader region at the 3' end, followed by six genes encoding the N, 
P, M, F, HN and L proteins, and a short 5 '-trailer region at the other 
end. A paramyxovirus vector capable of self-replication can be 
produced by designing a genome comprising a structure similar to this. 

30 For example, a viral genome by which M protein localization is reduced 
or eliminated due to a mutation or deficiency in any one of these 
genes, or a viral genome comprising other genes by which M protein 
localization is reduced or eliminated, is constructed. Virus 
reconstitution is then carried out by transcribing the genome under 

35 a condition ensuring complementation of the deficiency. A vector 
expressing a foreign gene can be prepared by inserting the foreign 
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gene into the genome. In a (-) strand RNA virus vector of the present 
invention, the arrangement of the viral genes may be modified to differ 
from that of the wild-type virus. 

In the present invention's viral vector in which particle 
5 formation ability has been reduced or eliminated, viral genes may 
be further deleted or mutagenized. For example, a viral vector 
comprising an M gene containing a temperature-sensitive mutation, 
or a viral vector with reduced particle formation ability due to M 
gene deletion, may contain mutations or deletions in the HN, F, and/or 

10 other viral genes. For example, and as described in the Examples, 
the present -invention facilitates' production of a vector comprising 
a temperature-sensitive M gene, and further comprising an HN, F and/or 
other gene carrying a temperature-sensitive mutation, or comprising 
a deletion of an F, HN and/or other gene. In addition, a vector 

15 comprising an M-gene deletion, and in which an F and/or HN gene has 
been deleted or carries mutations such as temperature-sensitive 
mutations, can be produced. When these vectors comprise a 
temperature-sensitive mutation, they are reconstituted at a 
permissive temperature. When a gene is deleted or deficient, 

20 reconstitution is carried out by supplying, in a trans-acting fashion, 
gene products comprising normal function. For example, genes 
encoding these gene products are chromosomally integrated into host 
cells, an expression vector coding the vector genome is introduced 
and expressed, the gene products are thus supplied to the host cells, 

25 and vector reconstitution can be carried out . The amino acid sequences 
of such gene products are not restricted to the virus-derived sequences 
themselves. If the nucleic acid-introducing activity of the viral 
vector to be produced is equivalent to or greater than that of the 
natural type, a mutation may be introduced into the sequence, or a 

30 homologous gene derived from another virus may be used instead of 
that sequence. 

Furthermore, it is possible to prepare a vector that contains, 
as an envelope, a protein different from the envelope protein of the 
virus from which the vector genome is derived. For example, when 
35 reconstituting a viral vector, a virus comprising a desired envelope 
protein can be produced by expressing in cells an envelope protein 
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different to that encoded by the viral genome on which the vector 
is based. Such a protein is not particularly restricted, and for 
example includes envelope proteins from other viruses, e.g., G protein 
(VSV-G) from vesicular stomatitis virus (VSV) . The (-) strand RNA 
5 virus vector of the present invention includes pseudo-type viral 
vectors comprising envelope proteins such as VSV-G protein, derived 
from viruses other than the virus from which the genome is derived. 

For example, (-) strand RNA virus vectors of the present 
invention include those comprising, on the surface of their envelope, 

10 proteins such as adhesion factors, .ligands, and receptors, capable 
of adhering to. specif ic -cells . ' These proteins can also include, for 
example, chimeric proteins that comprise such proteins in 
extracellular regions, or that comprise viral envelope-derived 
polypeptides in intracellular regions . In this way, vectors targeting 

15 specific tissues can be created. These proteins may be encoded in 
the viral genome, or supplied on viral vector reconstitution by the 
expression of genes other than those in the genome (e.g. other 
expression vectors or host chromosome genes) . 

Viral genes comprised by the (-) strand RNA virus vector of this 

20 invention may be modified from wild-type genes in order to, for example, 
reduce immunogenicity by vector-derived viral proteins, or to enhance 
RNA transcription and replication efficiency. Specifically, in 
paramyxoviral vectors for example, transcription or replication 
functions can be enhanced by modifying at least one of the replication 

25 factors: NP gene, P/C gene, and L gene. The structural protein HN 
comprises both hemagglutinin and neuraminidase activities. If, for 
example, the activity of the former can be reduced, the stability 
of the virus in blood can be enhanced. If, for example, the activity 
of the latter can be modified, infectivity can be regulated. Membrane 

30 fusion ability can be regulated by modifying the F protein, which 
is involved in membrane fusion. For example, by using analysis of 
the antigen-presenting epitopes and such of possible cell surface 
antigenic molecules, such as the F and HN proteins, a viral vector 
with weakened antigen-presenting ability against these proteins can 

35 be created. 

A viral vector with a deficient accessory gene can be used as 
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the (-) strand RNA virus vector of the present invention. For example, 
by knocking out the V gene, an SeV accessory gene, SeV pathogenicity 
to hosts such as mice is markedly decreased without damaging gene 
expression and replication in cultured cells (Kato, A. et al., 1997, 
5 J. Virol. 71: 7266-7272; Kato, A. et al., 1997, EMBO J. 16:578-587; 
Curran, J. et al., WO01/04272, EP1067179) . This kind of attenuated 
vector is particularly preferred as a viral vector for in vivo or 
ex vivo gene transfer. 

The genomic RNA of a viral vector of the present invention may 

10 include RNA encoding a foreign gene. Recombinant viral vectors 
comprising foreign genes cari-be* obtained by inserting these foreign 
genes into the viral vector genome. Any gene whose expression is 
desired in target cells may be used as the foreign gene. The foreign 
gene may be a gene encoding a natural protein, or a gene modified 

15 by deletion, substitution, or insertion, as long as it encodes a 
protein functionally equivalent to the natural protein. 
Alternatively, it may encode a deletion-type natural protein, or an 
artificial protein, or the like. For example, if gene therapy is 
intended, a gene for treating the target disease is inserted into 

20 the viral vector DNA. If a foreign gene is inserted into the viral 
vector DNA, for example, into the Sendai virus vector DNA, it is 
preferable to insert a sequence comprising a nucleotide number of 
multiple six between the transcription termination sequence (E) and 
transcription initiation sequence (S) , etc. (Journal of Virology, 

25 Vol. 67, No. 8, 1993, p. 4822-4830) . Foreign genes may be inserted 
before and/or after each viral gene (e.g. the NP, P, M, F, HN and 
L genes) . The E-I-S sequence (transcription termination 
sequence-intervening sequence-transcription initiation sequence) or 
portion thereof is appropriately inserted before or after a foreign 

30 gene, and an E-I-S sequence unit is located between each gene so as 
to avoid interference with the expression of genes before and/or after 
the foreign gene. Alternatively, foreign genes can be inserted using 
IRES. 

Expression level of the inserted gene can be regulated by the 
35 type of transcription initiation sequence added upstream of the gene 
(WO01/18223) , as well as by the site of gene insertion and the 
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nucleotide sequences before and after the gene. In the example of 
the Sendai virus, the closer the insertion site is to the 3' -end of 
the negative-strand RNA of the viral genome (in the gene arrangement 
of the wild type viral genome, the closer to the NP gene) , the greater 
5 the expression of the inserted gene. To achieve high level expression 
of an inserted gene, the gene is preferably inserted into an upstream 
region (the 3' -side in the minus-strand), such as upstream of the 
NP gene (the 3' -side in the negative-strand) or between the NP and 
P genes. Conversely, the closer insertion is to the 5' -end of the 

10 negative-strand RNA (in the gene arrangement of the wild type viral 
genome, the closer to the L gene) , the greater the reduction in 
expression of the inserted gene. To suppress foreign gene expression 
to a low level, the foreign gene is inserted, for example, to the 
far most 5' -side of the negative-strand, that is, downstream of the 

15 L gene in the wild type viral genome (the 5' -side adjacent to the 
L gene in the negative-strand) or upstream of the L gene (the 3' -side 
adjacent to the L gene in the negative-strand) . Thus, the insertion 
position of a foreign gene can be properly adjusted so as to obtain 
a desired level of gene expression, or so as to optimize the combination 

20 of the foreign gene and the viral protein-encoding genes before and 
after it. Take, for example, the case where toxicity may be caused 
by overexpression of a gene introduced by inoculation using a high 
titer viral vector. In such a case, an appropriate therapeutic effect 
can be achieved not only by limiting the titer of the virus to be 

25 inoculated, but also by, for example, reducing the expression level 
of individual viral vectors, by inserting the gene into the vector 
at a position as close as possible to the 5' -terminus of the 
negative-strand genome, or by replacing the transcription initiation 
sequence with a less efficient sequence . 

30 High expression of a foreign gene is generally advantageous, 

so long as cytotoxicity does not occur . Thus it is preferable to ligate 
the foreign gene with a highly efficient transcription initiation 
sequence, and to insert the gene near the 3' -terminus of the 
negative-strand genome. Examples of preferable vectors include 

35 vectors where the foreign gene is located on the 3' -side of any of 
the viral protein genes in the negative-strand genome of the (-) strand 



THIS PAGE BLANK (uspto) 



41 



RNA virus vector. For example, a vector in which the foreign gene 
is inserted upstream (at the 3' -side of the N gene-encoding sequence 
in the negative-strand) of the N gene is preferable. Alternatively, 
the foreign gene may be inserted immediately downstream of the N gene. 
5 A foreign gene may also be inserted into the genomic region from which 
a viral gene, such as the M and/or F genes, has been deleted. 

To simplify foreign gene insertion, a cloning site may be 
designed at the insertion point of the genome-encoding vector DNA. 
For example, the cloning site can be a restriction enzyme recognition 

10 sequence. A cloning site may also be a so-called multi-cloning site, 
comprising multiple restriction enzyme recognition sequences. The 
(-) strand RNA viral vectors of this invention may also retain other 
foreign genes at insertion sites other than these. 

In order to produce a (-) strand RNA virus vector, cDNA encoding 

15 the (-) strand RNA virus' genomic RNA is transcribed in mammalian cells , 
in the presence of viral proteins necessary for the reconstitution 
of RNP which comprises the (-) strand RNA virus' genomic RNA, i.e., 
in the presence of N, P, and L proteins. The viral RNP may be 
reconstituted by forming a negative strand genome (i.e., the antisense 

20 strand that is the same as the viral genome) or a positive strand 
(the sense strand encoding the viral proteins) . For improved 
reconstitution efficiency, formation of the positive strand is 
preferable. The 3 '-leader and 5 '-trailer sequence at the RNA ends 
is preferably reflects the natural viral genome as accurately as 

25 possible. To accurately control the 5'-end of the transcription 
product, a T7 RNA polymerase recognition sequence may be used as a 
transcription initiation site to express the RNA polymerase in cells. 
The 3 1 -end of the transcription product can be controlled, for example, 
by encoding a self-cleaving ribozyme onto this 3' -end, ensuring it 

30 is accurately cut (Hasan, M. K. et al., J. Gen. Virol. 78: 2813-2820 
(1997); Kato, A. et al., EMBO J. 16: 578-587 (1997); and Yu, D. et 
al., Genes Cells 2: 457-466 (1997)). 

Recombinant Sendai virus vectors comprising a foreign gene can 
be constructed according to, for example, the descriptions in "Hasan, 

35 M. K. et al., J. Gen. Virol. 78: 2813-2820, 1997", "Kato, A. et al., 
1997, EMBO J. 16: 578-587" and "Yu, D. et al., 1997, Genes Cells 2: 
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457-466". This method is outlined below: 

To introduce a foreign gene, a DNA sample comprising the cDNA 
nucleotide sequence of the desired foreign gene is first prepared. 
The DNA sample is preferably identified as a single plasmid 
5 electrophoretically at a concentration of 25 ng/pl or more. The 
following example describes the use of the NotI site in the insertion 
of a foreign gene into DNA encoding viral genomic RNA: If the target 
cDNA nucleotide sequence comprises a NotI recognition site, this site 
should be removed beforehand using a technique such as site-specific 

10 mutagenesis to change the nucleotide sequence, without changing the 
amino acid sequence it codes. The desired gene fragment is amplified 
and recovered from this DNA sample using PCR. By attaching NotI sites 
to the 5 1 -regions of the two. primers, -both ends of the amplified 
fragment become Not T sites The E-I-S sequence (or its part, depending 

15 on the insertion site) is arranged such that it can be included in 
the primer, so that E-I-S sequence units can be placed between the 
ORFs either side of the viral genes, and the ORF of the foreign gene 
(after it has been incorporated into the viral genome) . 

For example, to assure cleavage by NotI, the forward side 

20 synthetic DNA sequence is arranged as follows: Two or more nucleotides 
(preferably four nucleotides excluding sequences such as GCG and GCC 
that are derived from the NotI recognition site; more preferably ACTT) 
are randomly selected on its 5' -side, and a NotI recognition site 
"gcggccgc" is added to its 3' -side. In addition, a spacer sequence 

25 (nine random nucleotides, or nucleotides of nine plus a multiple of 
six) and an ORF (a sequence equivalent to about 25 nucleotides and 
comprising the initiation codon ATG of the desired cDNA) are also 
added to the 3' -side. About 25 nucleotides are preferably selected 
from the desired cDNA, such that G or C are the final nucleotides 

30 on the 3' -end of the forward side synthetic oligo DNA. 

The reverse side synthetic DNA sequence is arranged as follows: 
Two or more random nucleotides (preferably four nucleotides excluding 
sequences such as GCG and GCC that originate in the NotI recognition 
site; more preferably ACTT) are selected from the 5' -side, a NotI 

35 recognition site "gcggccgc" is added to the 3' -side, and an oligo 
DNA insertion fragment is further added to the 3' -side in order to 
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regulate length. The length of this oligo DNA is designed such that 
the number of nucleotides in the final PCR-amplif ied NotI fragment 
product, which comprises the E-I-S sequence, becomes a multiple of 
six (the so-called "rule of six"; Kolakofski, D. et al., J. Virol. 
5 72: 891-899, 1998; Calain, P. and Roux, L., J. Virol. 67: 4822-4830, 
1993; Calain, P. and Roux, L., J. Virol. 67: 4822-4830, 1993). A 
sequence complementary to the Sendai virus S sequence, preferably 
5' -CTTTCACCCT-3' (SEQ ID NO: 1), a sequence complementary to the I 
sequence, preferably 5'-AAG-3', and a sequence complementary to the 

10 E sequence, preferably 5 7 -TTTTTCTTACTACGG-3' (SEQ ID NO: 2), are 
further added to the 3' -side of the inserted fragment. The 3' -end 
of the reverse side synthetic oligo DNA is formed by the addition 
of a complementary sequence, equivalent . to about 25 nucleotides 
counted in reverse from the termination codon of the desired cDNA, 

15 and whose length is selected such that G or C becomes the final 
nucleotide . 

PCR can be carried out according to the usual method with, for 
example, ExTaq polymerase (Takara Shuzo) . PCR is preferably 
performed using Vent polymerase (NEB) , and more preferably Pfu 

20 polymerase (Toyobo) . Desired fragments thus amplified are digested 
with NotI, and then inserted into the NotI site of the plasmid vector 
pBluescript. The nucleotide sequences of PCR products thus obtained 
are confirmed using a sequencer to select a plasmid comprising the 
right sequence. The inserted fragment is excised from the plasmid 
.25 using NotI, and cloned to the NotI site of the plasmid carrying the 
genomic cDNA. Alternatively, recombinant Sendai virus cDNA can be 
obtained by directly inserting the fragment into the NotI site, without 
the mediation of the plasmid vector. 

For example, a recombinant Sendai virus genome cDNA can be 

30 constructed according to the method described in the references (Yu, 
D. et al., Genes Cells 2: 457-466, 1997; Hasan, M. K. et al., J. Gen. 
Virol. 78: 2813-2820, 1997). For example, an 18-bp spacer sequence 
comprising a NotI restriction site ( 5 1 - (G) -CGGCCGCAGATCTTCACG-3 1 ) 
(SEQ ID NO: 3) is inserted into a cloned Sendai virus genome cDNA 

35 (pSeV(+) ) between the leader sequence and the ORF encoding N protein, 
and thus a plasmid pSeV18 + b(+) containing a self-cleaving ribozyme 
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site derived from the antigenomic strand of delta-hepatitis virus 
is obtained (Hasan, M. K. et al. f 1997, J. General Virology 78: 
2813-2820) . 

For example, in the case of M gene deletion, or introduction 
5 of a temperature-sensitive mutation to the M gene, the (-) strand virus' 
full genome cDNA is digested by a restriction enzyme, and the M 
gene-comprising fragments are collected and cloned into an 
appropriate plasmid. M gene mutagenesis or construction of an M 
gene-deficient ' -site* is carried out using this plasmid. The 

10 introduction of a mutation can be carried out, for example, using 
a QuikChange™ Site-Directed Mutagenesis Kit (Stratagene, La Jolla, 
CA) according to the method described in the kit directions. For 
example, M gene deficiency or deletion can be carried out using a 
combined PCR-ligation method, whereby deletion of all or part of the 

15 M gene ORF, and ligation with an appropriate spacer sequence, can 
be achieved. After obtaining an M gene-mutated or -deleted sequence 
of interest, fragments comprising the sequence are recovered, and 
the M gene region in the original full length cDNA is substituted 
by this sequence. Thus, viral genome cDNA or the like, comprising 

20 a temperature-sensitive mutant M gene, can be prepared . Using similar 
methods, mutation can be introduced into, for example, F and/or HN 
genes . 

A (-) strand RNA virus vector in which particle formation ability 
has been reduced or eliminated can be produced by transcribing the 

25 DNA encoding the (-) strand RNA virus vector genome, and reconstituting 
the vector in cells under a condition ensuring the persistent 
complementation of the reduction or elimination of M protein 
localization. The present invention provides a DNA encoding the 
(-) strand RNA virus vector genome, to be used in the method of the 

30 present invention for producing recombinant (-) strand RNA virus 
vectors in which particle formation ability has been reduced or 
eliminated. Further, the present invention relates to the use of 
vector genome-encoding DNA for the present invention' s method for 
producing recombinant (-) strand RNA virus vectors in which particle 

35 formation ability has been reduced or eliminated. Viral 
reconstitution from the viral vector DNA can be carried out using 
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a known method (W097/16539; W097/16538; Durbin, A. P. et al., 1997, 
Virology 235: 323-332; Whelan, S. P. et al., 1995, Proc . Natl. Acad. 
Sci. USA 92: 8388-8392; Schnell. M. J. et al., 1994, EMBO J. 13: 
4195-4203; Radecke, F. et al., 1995, EMBO J. 14: 5773-5784; Lawson, 
5 N. D. et al., Proc. Natl. Acad. Sci. USA 92: 4477-4481; Garcin, D. 
et al., 1995, EMBO J. 14: 6087-6094; Kato, A. et al., 1996, Genes 
Cells 1: 569-579; Baron, M. D. and Barrett, T., 1997, J. Virol. 71: 
1265-1271; Bridgen, A. and Elliott, R. M., 1996, Proc. Natl. Acad. 
Sci.USA 93: 15400-15404). Using these methods, (-) strand RNA viruses, 
10 or RNP as viral 1 , components, can be reconstituted from their DNA, 
including viruses such as parainfluenza virus, vesicular stomatitis 
virus, rabies virus, measles virus, rinderpest virus, Sendai virus, 
etc . 

Specifically, a recombinant (-) strand RNA virus vector can be 

15 produced by (a) transcribing a vector DNA encoding the negative strand 
RNA derived from a (-) strand RNA virus, or the complementary strand 
(positive strand) thereof, into cells expressing NP, P, and L proteins 
(helper cells), and (b) culturing these cells, or cells into which 
the viral vector obtained from these cells or its RNP constituent 

20 has been introduced, under a condition ensuring persistent 
complementation of the reduction or elimination of subcellular M 
protein localization (for example, the reduction or elimination of 
cell-surface M protein aggregation) , and then recovering viral 
particles from this culture supernatant. The RNA transcribed from 

25 the vector DNA forms an RNP complex with NP, L, and P proteins, and 
further viral particles, coated with the capsid containing the 
envelope protein, are formed in step (b) . In the present invention, 
the culture in step (b) is preferably carried out at a low temperature, 
specifically, at 35°C or lower, more preferably at 34°C or lower, 

30 further preferably at 33°C or lower, most preferably at 32 °C or lower. 

When a temperature-sensitive mutant protein is used, culturing 
the above cells "under a condition ensuring persistent 
complementation of the reduction or elimination of subcellular M 
protein localization'' means, specifically, culturing these cells at 

35 a permissive temperature. When producing a virus carrying a gene 
deficiency (or deletion) mutation, this means, for example, culturing 
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under a condition where the wild-type gene, or a gene comprising a 
function equivalent thereto, is persistently expressed, and more 
specifically, for example, culturing under a condition where such 
a gene(s) has been integrated in the chromosome of helper cells and 
5 is expressed. 

The DNA encoding the viral genome (vector DNA) which is to be 
expressed in the helper cells encodes the genome minus strand (negative 
strand RNA) or its complementary strand (positive strand RNA) . For 
example, the DNA encoding the negative strand RNA or its complementary 

10 strand is placed downstream of a T7 promoter, and then transcribed 
into RNA using T7 RNA polymerase. A desired promoter that does not 
comprise the T7-polymerase recognition sequence can also be used. 
Alternatively, in-vitro transcribed RNA may be transfected into the 
helper cells . The strand to be transcribed in cells may be the positive 

15 or negative strand of the viral genome, but to increase reconstitution 
efficiency, the positive strand is preferably transcribed. 

Methods for transferring vector DNA into cells include the 
following: 1) the method of preparing DNA precipitates that can be 
taken up by objective cells; 2) the method of preparing a positively 

20 charged DNA-comprising complex which has low cytotoxicity and can 
be taken up by target cells; and 3) the method of using electric pulses 
to instantaneously open holes in target cell membranes so that DNA 
molecules can pass through. 

In. the above method 2) , a variety of transfection reagents can 

25 be utilized, examples being DOTMA (Boehringer) , Superfect (QIAGEN 
#301305), DOTAP, DOPE, DOSPER (Boehringer #1811169) , etc. An example 
of method 1) is a transfection method using calcium phosphate, in 
which DNA that enters cells is incorporated into phagosomes, but is 
also incorporated into the nuclei in sufficient amounts (Graham, F. 

30 L. andVanDerEb, J., 1973, Virology 52 : 456; Wigler, M. and Silverstein, 
S., 1977, Cell 11: 223). Chen and Okayama have investigated the 
optimization of the transfer technique, reporting that optimal 
precipitates can be obtained under conditions where 1) cells are 
incubated with co-precipitates in an atmosphere of 2% to 4% C0 2 at 

35 35°C for 15 to 24 hours; 2) circular DNA with a higher activity than 
linear DNA is used; and 3) DNA concentration in the precipitate mixture 
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is 20 to 30 ng/ml (Chen, C. and Okayama, H., 1987, Mol . Cell. Biol. 
7: 2745). Method 2) is suitable for transient transf ection . In an 
older known method, a DEAE-dextran (Sigma #D-9885, M.W. 5xl0 5 ) mixture 
is prepared in a desired DNA concentration ratio, and transfection 
5 is performed. Since many complexes are decomposed inside endosomes, 
chloroquine may be added to enhance results (Calos, M. P., 1983, Proc. 
Natl. Acad. Sci. USA 80: 3015). Method 3) is referred to as 
electroporation, and is more versatile than methods 1) and 2) because 
it doesn' t involve cell selectivity. Method 3) is said to be efficient 

10 when conditions are optimal for pulse electric current duration, pulse 
shape, electric field potency (the gap between electrodes, voltage) , 
buffer conductivity, DNA concentration, and cell density. 

Of the above three categories, method 2) is easily operable, 
and facilitates examination of many test samples using a large numbers 

15 of cells. Transfection reagents are therefore suitable for cases 
where DNA is introduced into cells for vector reconstitution . 
Preferably, Superfect Transfection Reagent (QIAGEN, Cat. No. 301305) 
or DOSPER Liposomal Transfection Reagent (Roche, Cat. No. 1811169) 
is used, but the transfection reagents are not limited thereto. 

20 Specifically, the reconstitution of viral vectors from cDNA can 

be performed, for example, as follows: 

Simian kidney-derived LLC-MK2 cells are cultured to 70% to 80% 
confluency in 24-well to 6-well plastic culture plates, or 100 mm 
diameter culture dishes and such, using a minimum essential medium 

25 (MEM) containing 10% fetal calf serum (FCS) and antibiotics (100 
units/ml penicillin G and 100 (ig/ml streptomycin) . These cells are 
then infected, for example, at 2 PFU/cell with recombinant vaccinia 
virus vTF7-3 expressing T7 polymerase. This virus has been 
inactivated by UV irradiation treatment for 20 minutes in the presence 

30 of 1 jig/ml psoralen (Fuerst, T. R. et al., Proc. Natl. Acad. Sci. 
USA 83: 8122-8126, 1986; Kato, A. et al. f Genes Cells 1: 569-579, 
1996) . The amount of psoralen added and the UV irradiation time can 
be appropriately adjusted. One hour after infection, the lipofection 
method or the like is used to transfect cells with 2 \xq to 60 ^g, more 

35 preferably 3 jig to 30 jig, of the above-described DNA, which encodes 
the genomic RNA of the recombinant Sendai virus in which particle 
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formation ability has been reduced or eliminated. Such methods use 
Superfect (QIAGEN) , and plasmids which express the trans-acting viral 
proteins required for the production of viral RNP (0.5 fig to 24 |ig 
of pGEM-N, 0.5 to 12 fig of pGEM-P and 0.5 fig to 24 fig of pGEM-L, 
5 more preferably, for example, 1 jig of pGEM-N, 0.5 jig of pGEM-P and 
1 fig of pGEM-L) (Kato, A. et al. f Genes Cells 1: 569-579, 1996) . The 
ratio of expression vectors encoding N, P, and L is preferably 2:1:2. 
The amount of plasmid is appropriately adjusted, for example, to 1 
fig to 4 fig of pGEM-N, 0 . 5 fig to 2 fig of pGEM-P, and 1 fig to 4 fig of 

10 pGEM-L. If genes necessary for particle formation are co-transf ected 
at the time,. the formed viral particles re-infect helper cells, and 
the virus can be further amplified. The transf ected cells are cultured 
in a serum-free MEM containing 100 fig /ml each of rifampicin (Sigma) 
and cytosine arabinoside (AraC) if desired, more preferably 

15 containing only 40 fig/ml of cytosine arabinoside (AraC) (Sigma) . 
Reagent concentrations are optimised for minimum vaccinia 
virus-caused cytotoxicity, and maximum recovery rate of the virus 
(Kato, A. et al., 1996, Genes Cells 1, 569-579) . After transf ection, 
cells are cultured for about 48 hours to about 72 hours, recovered, 

20 and then disrupted by three repeated freezing and thawing cycles. 
LLC-MK2 cells are re-transf ected with the disrupted cells, and then 
cultured under a condition where the reduction or elimination of 
subcellular M protein localization is persistently complemented. In 
this process, viral particles are formed, and the virus is amplified. 

25 Alternatively, the culture supernatant can be recovered and added 
to the culture medium of cells being cultured for viral production. 
The cells are cultured for three to seven days under a condition where 
the reduction or elimination of subcellular M protein localization 
is persistently complemented, and the culture solution is then 

30 collected. 

RNP may be introduced to cells as a complex formed together with, 
for example, lipof ectamine and a polycationic liposome . Specifically, 
a variety of transfection reagents can be utilized. Examples of these 
are DOTMA (Roche), Superfect (QIAGEN #301305), DOTAP, DOPE, DOSPER 
35 (Roche #1811169), etc. Chloroquine may be added to prevent RNP 
decomposition in endosomes (Calos, M. P., 1983, Proc. Natl. Acad. 



THIS PAGE BLANK (uspto) 



49 



Sci. USA 80: 3015) . 

When reconstituting a viral vector deficient in the gene 
encoding the envelope protein, LLC-MK2 cells expressing the envelope 
protein may be used for transf ection, or co-transf ected with an 
5 envelope-expression plasmid . Alternatively, the viral vector can be 
amplified by overlaying the transfected cells onto LLOMK2 cells 
expressing the envelope protein, and culturing these cells under a 
condition where the reduction or elimination of subcellular M protein 
localization is persistently complemented (see WO00/70055 and 

10 WO00/70070). Alternatively, the above-mentioned cell lysate 
obtained by f reeze-thawing may be inoculated through the allantoic 
membrane into 10-day old embryonated chicken eggs, which are 
maintained under a condition where the reduction or elimination of 
subcellular M protein localization is persistently complemented, and 

15 the allantoic fluids are recovered after approximately three days. 
Viral titers in culture supernatants or allantoic fluids can be 
determined by assaying hemagglutination activity (HA) . HA can be 
determined by the "endo-point dilution method" (Kato, A. etal., 1996, 
Genes Cells 1: 569-579; Yonemitsu, Y. & Kaneda, Y., Hemaggulutinating 

20 virus of Japan-liposome-mediated gene delivery to vascular cells. 
Ed. by Baker AH. Molecular Biology of Vascular Diseases. Method in 
Molecular Medicine: Humana Press: pp. 295-306, 1999) . The allantoic 
fluid samples obtained are suitably diluted to remove potentially 
contaminated T7 polymerase expressing-vaccinia virus (for example, 

25 diluted 10 6 times) . The viruses can be amplified again in chicken 
eggs under a condition where the reduction or elimination of 
subcellular M protein localization is persistently complemented. 
Re-amplification can be repeated, for example, three times or more. 
The viral stock obtained can be stored at -80°C. 

30 Potency of the recovered virus can be determined, for example, 

by measuring Cell-Infected Units (CIU) or hemagglutination activity 
(HA) (WO00/70070; Kato, A. et al., Genes Cells 1: 569-579 (1996); 
Yonemitsu, Y. and Kaneda, Y., "Hemaggulutinating virus of 
Japan-liposome-mediated gene delivery to vascular cells.", Ed. by 

35 Baker, A. H., Molecular Biology of Vascular Diseases. Methods in 
Molecular Medicine . , Humana Press . , pp. 295-306 (1999)). In the case 
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of vectors labeled with a marker gene, such as the green fluorescent 
protein (GFP) gene, the virus titer is quantified by directly counting 
infected cells using the marker as an indicator (e.g., as GFP-CIU) . 
Titers thus determined can be considered equivalent to CIU 
5 (WO00/70070) . 

Host cells used for reconstitution are not restricted as long 
as the viral vector can be ; reconstituted. For example, in the 
reconstitution r'of" the Sendai virus vector and such, monkey 
kidney-derived LLCMK2 cells and CV-1 cells, cultured cells such as 

10 hamster kidney-derived BHK cells, human-derived cells, and so on, 
can be used. By expressing a suitable envelope protein in these cells, 
infective virions comprising this protein in the envelope can be 
obtained . Large amounts of a viral vector can be obtained by infecting 
the viral vector obtained from the above host into embryonated chicken 

15 eggs, to amplify this vector under a condition where the reduction 
or elimination of subcellular M protein localization is persistently 
complemented. The method of producing viral vectors using chicken 
eggs has already been developed ("Shinkei-kagaku Kenkyu-no Saisentan 
Protocol III, Bunshi Shinkei Saibou Seirigaku (Leading edge 

20 techniques protocol III in neuroscience research, Molecular, Cellular 
Neurophysiology) ", edited by Nakanishi, etal., KOSEISHA, Osaka, 1993, 
pp. 153-172) . Specifically, for example, fertilized eggs are moved 
to an incubator, and the embryo is grown under culture for nine to 
twelve days at 37 °C to 38 °C. The viral vector is then inoculated into 

25 the allantoic membrane cavity, the egg is incubated for a few days 
to proliferate the viral vector, and the allantoic fluid containing 
the virus is then collected. Conditions such as culture duration 
change according to the recombinant virus amplified. Separation and 
purification of the viral vector from the allantoic fluid is done 

30 according to the usual methods ("Protocols of Virology" by Masato 
Tashiro, edited by Nagai and Ishihama, Medical View, pp. 68-73, 
(1995) ) . 

Specifically, for example, when intending to reconstitute a 
recombinant (-) strand RNA virus vector comprising a 
35 temperature-sensitive mutant M gene with which subcellular M protein 
localization is reduced or eliminated, the virus can be produced 
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through the steps of (a) transcribing a vector DNA encoding the 
negative strand RNA derived from the (-) strand RNA virus, or the 
complementary strand thereof (positive strand) , in cells expressing 
NP, P, and L proteins (helper cells), and (b) culturing these cells, 
5 or cells in which the viral vector obtained from these cells or the 
RNP constituent thereof has been introduced, at a permissive or lower 
temperature, and recovering viral particles from the culture 
supernatant. In the present invention, particularly, it is 
preferable to carry but the culture of step (b) at a permissive or 
10 lower temperature. That is, 35°C or lower, more preferably 34°C or 
lower, further preferably 33 °C or lower, most preferably 32 °C or lower. 

A (-) strand RNA virus vector, in which M protein has been deleted, 
can be constructed and prepared as follows: 

<1> Construction of an M-deleted (-) strand RNA viral genome cDNA and 

15 M-expression plasmid 

The full-length genome cDNA of a (-) strand RNA virus is digested 
with restriction enzymes, and fragments containing the M gene are 
recovered and cloned into pUC18. The M gene deletion site is built 
in this plasmid. The M gene is deleted by the combined use of PCR 

20 and a ligation method. The M gene ORF is removed, and the remainder 
is ligated together with an appropriate spacer sequence. Thus, 
M-deleted genomic cDNA is constructed. DNAs encoding the genome 
regions upstream and downstream of the M gene are amplified using 
PCR, and these fragments are then ligated to produce a plasmid 

25 containing the full-length M-deleted (-) strand RNA viral genome cDNA. 
A foreign gene can be inserted, for example, into a restriction site 
within the M-deleted site. 

<2> Preparation of helper cells expressing the (-) strand RNA virus 
M protein in an inducible fashion 

30 To prepare a vector in which it is possible to express the 

(-) strand RNA virus M protein in an inducible fashion, for example, 
inducible promoters or expression regulating systems using 
recombination (such as Cre/loxP) are used. A Cre/loxP inducible 
expression plasmid directing expression of the (-) strand RNA viral 

35 M gene is constructed by amplifying the (-) strand RNA virus M gene 
using PCR, and for example, inserting it at a unique Swal site in 
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plasmid pCALNdlw, which has been designed to inducibly express gene 
products using Cre DNA recombinase (Arai, T. et al. t J. Virology 72, 
1998, plll5-1121) . 

In order to recover infectious viral particles from an 
5 M-deficient genome, a helper cell line capable of persistently 
expressing M protein is established. For example, the monkey 
kidney-derived cell line LLC-MK2 or the like can be used for such 
cells- LLC-MK2 1 cells- are- cultured at .37°C in MEM containing 10% 
heat-treated immobilized fetal bovine serum (FBS) , 50 units/ml sodium 

10 penicillin G, and 50 jig/ml streptomycin, under an atmosphere of 5% 
CO2- The above-mentioned plasmid, which has been designed to 
inducibly express the M gene products with Cre DNA recombinase, is 
introduced into LLC-MK2 cells using a calcium-phosphate method 
(mammalian transfection kit (Stratagene) ) according to known 

15 protocols. 

For example, 10 fig of M-expression plasmid is transfected into 
LLC-MK2 cells grown to be 40% confluent in a 10-cm plate. These cells 
are then incubated in an incubator at 37 °C, in 10 ml of MEM containing 
10% FBS and under 5% C0 2 . After 24 hours of incubation, the cells 

20 are harvested and suspended in 10 ml of medium. The suspension is 
then plated onto five dishes of 10-cm diameter : 5 ml of the suspension 
are added to one dish, 2 ml to two dishes, and 0.2 ml to two dishes. 
The cells in each dish are cultured with 10 ml of MEM containing 10% 
FBS and 1200 jig/ml G418 (GIBCO-BRL) for 14 days; the medium is changed 

25 every two days. Thus, cell lines in which the gene has been stably 
introduced are selected. The G418-resistant cells grown in the medium 
are harvested using cloning rings. Cells of each clone harvested are 
further cultured to confluence in a 10-cm plate. 

High level expression of M protein in helper cells is important 

30 in recovering a high titer virus. For this purpose, for example, the 
above selection of M-expressing cells is preferably carried out twice 
or more. For example, an M-expressing plasmid comprising a 
drug-resistance marker gene is transfected, and cells comprising the 
M gene are selected using the drug. Following this, an M-expressing 

35 plasmid comprising a marker gene resistant to a different drug is 
transfected into the same cells, and cells are selected using this 
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second drug-resistance marker. Cells selected using the second 
marker are likely to express M protein at a higher level than cells 
selected after the first transf ection . Thus, M-helper cells 
constructed through twice-repeated transf ections can be suitably 
5 applied. Since the M-helper cells can simultaneously express the F 

gene, production of infective viral particles deficient in both F 

ft. ■ * 

and NT genes is possible (see Examples) . In this case also, 
transfection of the F-gene-expressing plasmids more than twice is 
preferable in raising the level of F protein expression induction. 

10 M protein induction expression is achieved by incubating cells 

to confluence in a 6-cm dish, and then, for example, infecting these 
cells with adenovirus AxCANCre at MOI=~3, according to the method 
of Saito et al. (Saito et al. , Nucl . Acids Res. 23: 3816-3821 (1995) ; 
Arai, T. et al., J. Virol. 72, 1115-1121 (1998)). 

15 <3> Reconstitution and amplification of an M-deleted virus 

To produce recombinant M-deficient (-) strand RNA virus 
particles using cells that express wild-type M protein or an equivalent 
protein (M helper cells), the M-deficient (-) strand RNA virus RNP 
may be introduced into or produced in these cells. RNP can be 

20 introduced into M helper cells, for example, by the transfection of 
RNP-containing cell lysate into M helper cells, or by cell fusion 
induced by the co-cultivation of RNP-producing cells and M helper 
cells. It can also be achieved by transcribing genomic RNA into M 
helper cells and conducting de novo RNP synthesis the presence of 

25 N, P, and L proteins. A recombinant viral vector can be reconstituted 
and produced from a (-) strand RNA viral genome cDNA in which the M 
gene has been deleted. Specifically, this can be achieved by (a) 
transcribing a vector DNA encoding the M gene-deleted negative strand 
RNA (derived from the (-) strand RNA virus or the complementary strand 

30 thereof (positive strand) ) in cells expressing NP, P, and L proteins 
(helper cells), and (b) culturing these cells, or cells in which the 
viral vector obtained from these cells or the RNP constituent thereof 
has been introduced, under a condition ensuring expression of the 
chromosomally integrated M gene in these or the transfected cells, 

35 and then recovering viral particles from the culture supernatant. 
In the present invention, it is particularly preferable to carry out 
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the culture of step (b) at a permissive or lower temperature. Such 
a temperature can be 35°C or less, more preferably 34 °C or less, further 
preferably 33°C or less, most preferably 32°C or less. In the 
production of a vector using a temperature-sensitive mutant M protein, 
5 the process of producing viral particles is necessarily carried out 
at less than the permissive temperature. However, surprisingly, the 
present inventors found that in the present method, efficient particle 
production was possible when the process of viral particle formation 
was carried out at low temperatures, even when using the wild-type 

10 M protein. In step (a), the expression of NP, P, and L proteins can 
be achieved, for example, by transfecting the expression plasmids 
encoding these proteins into cells. Further, in step (a), M protein 
may be expressed in the helper cells (in the case of an F and/or HN 
gene-deficient virus, these genes may also be expressed) (see the 

15 Examples) . Alternatively, the cells to be used in step (b) , in which 
the M gene has been chromosomally integrated, can also be used in 
step (a) . RNP produced in step (a) can be introduced into the cells 
in step (b) , for example, by disrupting the cells of step (a) by 
f reeze-thawing, and then introducing the lysate into the cells of 

20 step (b) using known transfection reagents. 

Specifically, for example, a plasmid encoding the above 
M-deleted (-) strand RNA viral genome is transf ected into LLC-MK2 cells 
as follows: When inducing the transcription of genomic RNA using T7 
RNA polymerase, LLC-MK2 cells are plated in a 100-mm Petri dish at 

25 5xl0 6 cells/dish, and cultured for 24 hours. The cells are then 
infected at room temperature for one hour with T7 RNA 
polymerase-expressing recombinant vaccinia virus (PLWUV-VacT7) 
(MOI=2), which has been treated with psoralen and long-wavelength 
ultraviolet light (365 nm) for 20 minutes (MOI=2~3, and preferably 

30 MOI=2 can also be used) (Fuerst, T.R. et al., Proc. Natl. Acad. Sci. 
USA 83, 8122-8126 (1986)). The vaccinia virus is irradiated with 
ultraviolet light using, for example, a UV Stratalinker 2400 equipped 
with five 15 watt bulbs (catalogue No. 4.00676 (100V); Stratagene, 
La Jolla, CA, USA). The cells are washed three times. Plasmids 

35 expressing the genomic RNA, and plasmids directing the expression 
of NP, P, and L proteins (optionally, of M protein and others) are 
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suspended in OptiMEM (GIBCO) , and SuperFect transfection reagent (1 
jig DNA/5 pi SuperFect, QIAGEN) is added and mixed. The mixture is 
allowed to stand at room temperature for ten minutes, and then added 
to 3 ml of OptiMEM containing 3% FBS . Alternatively, plasmids 
5 expressing the genomic RNA and plasmids expressing the N, P, L, F, 
and HN proteins respectively, may be used to transfect cells using 
appropriate lipofection reagents. The ratio of plasmids can be, for 
example, 6:2:1:2:2:2, but it is not limited thereto . After culturing 
for three to five hours, the 'cells are washed twice with serum-free 

10 MEM, and then cultured for 24 to 70 hours in MEM containing 40 pg/ml 
cytosine-p-D-arabinofuranoside (AraC, Sigma), and 7 . 5 pg/ml trypsin 
(GIBCO) . Herein, the cells may be overlaid with cells that express 
M protein continuously (M helper cells), at a density of about 8.5 
x 10 6 cells/dish, and then cultured for a further two days at 37°C 

15 in MEM containing 40 pg/ml AraC and 7.5 pg/ml trypsin. The cultured 
cells are collected and the precipitate is suspended in OptiMEM at 
10 7 cells/ml. After mixing with the lipofection reagent DOSPER 
(Roche) by freezing and thawing three times (at 10 6 cells/25 pi) , the 
mixture is allowed to stand at room temperature for 15 minutes, and 

20 is then transfected to the M-expressing helper cells that were cloned 
as described above (at 10 6 cells/well on a 12-well-plate) . The 
transfected cells are cultured in serum-free MEM (containing 40 pg/ml 
AraC and 7.5 pg/ml trypsin), preferably at a low temperature, and 
the supernatant is recovered. Transfection. without the addition of 

25 a transfection reagent, such as Lippofection reagent DOSPER, is also 
possible in this process. Similarly, viral vectors with deficient 
F and/or HN proteins can be produced by deleting the F and/or HN genes 
from the genome, and then inducing co-expression of F and/or HN 
proteins in helper cells. 

30 According to the present invention, a viral vector can be 

released in to the external fluid of virus-producing cells, for example, 
at a titer of 1x10 s ClU/ml or more, preferably lxlO 6 ClU/ml or more, 
more preferably 5xl0 6 ClU/ml or more, more preferably lxlO 7 ClU/ml 
or more, more preferably 5xl0 7 ClU/ml or more, more preferably 1x10 s 

35 ClU/ml or more, and more preferably 5xl0 8 ClU/ml or more. The virus 
titer can be measured by the methods described in the specification 



THIS PAGE BLANK (uspto) 



56 



and other literature (Kiyotani, K. et al., Virology 177(1): 65-74 
(1990) ; WO00/70070) . 

One preferred embodiment of a method for reconstituting a~ 
recombinant viral vector from the M-deleted ( - ) strand RNA viral genome 
5 cDNA is as follows: Namely, the method comprises the steps of (a) 
transcribing a vector DNA encoding the negative strand RNA in which 
the M gene has been deleted (derived from the (-) strand RNA virus, 
or the complementary strand thereof (positive strand)) in cells 
expressing the viral proteins necessary for the formation of infective 

10 viral particles (i.e., NP, NP, P, L, M, F, and HN proteins) (helper 
cells) ; (b) co-culturing these cells with cells expressing 
chromosomally integrated M gene (M helper cells) ; (c) preparing a 
cell extract from this culture; (d) introducing the extract into the 
cells expressing the chromosomally integrated M gene (M helper cells) 

15 and culturing these cells; and (e) recovering viral particles from 
the culture supernatant. Step (d) is preferably carried out under 
the low temperature conditions described above. The obtained viral 
particles can be amplified by re-infection of helper cells (preferably 
at low temperatures) . Specifically, the virus can be reconstituted 

20 according to the description in the Examples. 

When preparing a vector with deficient viral genes, for example, 
two or more vector types, each of which has a different deficient 
viral gene in it's viral genome, are introduced into the same cells. 
Each deficient viral protein is expressed and supplied by the other 

25 vector, this mutual complementation results in the formation of 
infective viral particles, and the viral vector can be amplified in 
the replication cycle. Namely, when two or more types of vector of 
the present invention are inoculated in combination to complement 
viral proteins, mixed viral gene-deficient viral vectors can be 

30 produced on a large scale and at a low cost. As these viruses lack 
viral genes, their genome is smaller than that of an intact virus, 
and they can thus comprise larger foreign genes. In addition, 
co-inf ectivity is difficult to maintain in these viruses, which are 
non-propagative due to viral gene deficiency, and are diluted outside 

35 of cells. Such vectors are thus sterile, which is advantageous from 
the viewpoint of controlling environmental release. 
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A recovered (-) strand RNA virus can be purified so as to be 
substantially pure. Purification can be performed by known 
purification and separation methods including filtration, 
centrifugation, column chromatographic purification, and such, or 
5 by combination thereof. "Substantially pure" used herein means that 
the virus, as a component, is the main proportion of the sample in 
which the virus exists. Typically substantially pure viral vectors 
can be detected by confirming that the ratio of virus-derived protein 
to total protein in the sample (except protein added as a carrier 

10 or stabilizer) is 10% or more, preferably 20% or more, more preferably 
50% or more, more preferably 70% or more, more preferably 80% or more, 
and even more preferably 90% or more. Specifically, a (-) strand RNA 
virus can be purified, for example, by a method in which cellulose 
sulfate ester or crosslinked polysaccharide sulfate ester is used 

15 (Examined Published Japanese Patent Application (JP-B) No. Sho 
62-30752; JP-B Sho 62-33879; JP-B Sho 62-30753), a method in which 
adsorption to fucose sulf ate-containing polysaccharide and/or a 
decomposition product thereof is used (WO97/32010) , etc. 

When a viral vector is prepared using a therapeutic gene as the 

20 foreign gene, gene therapy can be carried out by administering that 
viral vector. In applying viral vectors produced by this invention 
to gene therapy, it is possible to express a foreign gene expected 
to comprise treatment effects, or an endogenous gene which is in 
insufficient supply in the patient's body. This can be achieved by 

25 either direct (in vivo) or indirect (ex vivo) administration of the 
complex. There is no particular limitation as to the type of foreign 
gene, and they may include nucleic acids that encode proteins, and 
nucleic acids that do not encode proteins, such as an antisense or 
ribozyme nucleic acids. 

30 A (-) strand RNA virus vector produced by the method of the 

present invention can be formulated into a composition, as required, 
by combining it with a desired pharmaceutically acceptable carrier 
or solvent. A "pharmaceutically acceptable carrier or solvent" 
refers to a material that can be administered along with the vector, 

35 and that does not significantly inhibit gene transfer of that vector. 
For example, a vector can be formulated into a composition by 
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appropriately diluting it with physiological saline, 
phosphate-buffered physiological saline (PBS) , or so on. When the 
(-) strand RNA virus vector is propagated in chicken eggs or so on, 
the composition may contain allantoic fluid. Further, a composition 
5 comprising the vector may contain carriers or solvents such as 
deinonized water and 5% dextrose solution. In addition to these, the 
composition can contain vegetable oil, suspending agent, detergent, 
stabilizer,' biocide,,. etc . -. -Further', preservatives and other additives 
can be added to the composition. Compositions containing the 

10 (-) strand RNA virus vector are useful as reagents and pharmaceuticals . 

Vector dosage depends on the type of disease, the patient's 
weight, age, sex and symptoms, the purpose of administration, the 
dosage form of the composition to be administered, the method of 
administration, type of gene to be introduced, etc. However, those 

15 skilled in the art can determine the dosage properly. The 
administration dose of a (-) strand RNA virus vector is preferably 
within about 10 5 to 10 11 ClU/ml, more preferably within about 10 7 to 
10 9 ClU/ml, most preferably within about lxlO 8 to 5xl0 8 ClU/ml. It is 
preferable to administer the vector mixed with pharmaceutical^ 

20 acceptable carriers. The preferred dose for each administration to 
a human individual is 2x 10 9 to 2x 10 10 CIU. Administration can be 
carried out one or more times within the limits of clinically 
acceptable side effects. The frequency of daily administration can 
be similarly determined. When administering the viral vector to 

25 animals other than humans, for example, the dose to be administered 
can be determined by converting the above dose based on the weight 
ratio, or the volume ratio of the administration target sites (for 
example, an average value) between the target animals and humans. 
A composition containing the (-) strand RNA virus vector can be 

30 administered to all mammalian species including humans, monkeys, mice, 
rats, rabbits, sheep, cattle, dogs, etc. 

Brief Description of the Drawings 

Fig. 1 shows a schematic representation of the construction of 
35 an F-deleted SeV genome cDNA in which a temperature-sensitive mutation 
has been introduced into the M gene. 
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Fig. 2 shows the structures of viral genes constructed to 
suppress secondary particle release based on temperature-sensitive 
mutations introduced into the M gene, and viral genes constructed 
or used to test and compare the effects of these introduced mutations . 
5 Fig. 3 shows microscopic images representing GFP expression in 

cells (LLC-MK2/F7/A) persistently expressing F protein, which were 
cultured at 32 °C and 37 °C for six days after infection with 
SeV18 + /AF-GFP ; .or SeV18+/MtsHNtsAF-GFP . 

Fig. 4 shows a picture representing the result of 

10 semi-quantitative determination, over time and using 
Western-blotting, of F protein expression levels in cells 
(LLOMK2/F7/A) persistently expressing SeV-F protein, which were 
cultured in trypsin-f ree, serum-free MEM at 32°C or 37°C. 

Fig. 5 shows microscopic images representing GFP expression in 

15 LLC-MK2 cells which were cultured at 32°C, 37°C or 38°C for three 
days after infection with SeV18+GFP, SeV18+/AF-GFP or 
SeV18+/MtsHNtsAF-GFP at MOI=3 . 

Fig. 6 shows hemagglutination activity (HA activity) in the 
culture supernatant, which was sampled over time (fresh medium was 

20 introduced at the same time) , of LLC-MK2 cells cultured at 32 °C, 37 °C 
or 38°C after infection with SeV18+GFP, SeV18+/AF-GFP or 
SeV18+/MtsHNtsAF-GFP at MOI= 3. 

Fig. 7 shows pictures representing the ratio of M protein level 
in cells to that in virus-like particles (VLPs) . This ratio was 

25 determined by Western-blotting using an anti-M antibody. The culture 
supernatant and cells were recovered from a LLOMK2 cell culture 
incubated at 37 °C for two days after infection with SeV18+GFP, 
SeV18+/AF-GFP or SeV18+/MtsHNtsAF-GFP at MOI=3. Each lane contained 
the equivalent of 1/10 of the content of one well from a 6-well plate 

30 culture. 

Fig. 8 shows SEAP activity in the culture supernatant of LLC-MK2 
cells cultured for 12, 18, 24, 50, or 120 hours after infection with 
SeV18+SEAP/AF-GFP or SeV18+SEAP/MtsHNtsAF-GFP at M0I=3. 

Fig. 9 shows HA activity in the culture supernatant of LLC-MK2 
35 cells cultured for 24, 50, or 120 hours after infection with 
SeV18+SEAP/AF-GFP or SeV18+SEAP/MtsHNtsAF-GFP at MO 1=3. 
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Fig. 10 shows a picture representing the quantity of VLPs 
determined by Western-blotting using an anti-M antibody. LLC-MK2 
cells were cultured for five days after infection with 
SeV18+SEAP/AF-GFP or SeV18+SEAP/MtsHNtsAF-GFP at MOI=3 . The culture 
5 supernatant was centrifuged to recover the viruses. Each lane 
contained the equivalent of 1/10 of the content of one well from a 
6-well plate culture. 

Fig. 11 shows cytotoxicity estimates based on the quantity of 
LDH released" into 'the cell culture medium. LLC-MK2, BEAS-2B or CV-1 
10 cells were infected with SeV18+GFP, SeV18+/AF-GFP or 
SeV18 + /MtsHNtsAF-GFP at MOI=0. 01, 0.03, 0.1, 0.3, 1, 3, or 10. Cells 
were cultured in a serum-free or 10% FBS-containing medium, and the 
cytotoxicity assay was carried out three or six days after infection, 
respectively . 

15 Fig. 12 shows pictures representing the subcellular 

localization of M protein in LLC-MK2 cells cultured at 32°C, 37°C 
or 38°C for two days after infection with SeV18+GFP, SeV18 + /AF-GFP 
or SeV18+/MtsHNtsA-F-GFP at MOI=l, which was observed by 
immunostaining using an anti-M antibody. 

20 Fig. 13 shows stereo three-dimensional images for the 

subcellular localization of M and HN proteins observed under a conf ocal 
laser microscope. A-10 cells were infected with SeV18+SEAP/AF-GFP 
or SeV18+SEAP/MtsHNtsAF-GFP at MOI=l, and then cultured at 32 °C or 
37 °C for one day. These images were obtained by immunostaining using 

25 an anti-M antibody and anti-HN antibody. 

Fig. 14 shows stereo three-dimensional images for the 
subcellular localization of M and HN proteins observed under a conf ocal 
laser microscope. A-10 cells were infected with SeV18+SEAP/AF-GFP 
or SeV18+SEAP/MtsHNtsAF-GFP at MOI=l, and then cultured at 32 °C or 

30 37 °C for two days . These images were obtained by immunostaining using 
an anti-M antibody and anti-HN antibody. 

Fig. 15 shows pictures representing the effect of microtubule 
depolymerization reagent on the subcellular localization of M and 
HN proteins. A-1'0 cells were infected with SeV18+SEAP/MtsHNtsAF-GFP 

35 at MOI=l, and a microtubule depolymerization reagent, colchicine or 
colcemid, was immediately added to these cells at a final concentration 
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of. 1 (iM. The cells were cultured at 32°C. After two days, the cells 
were immunostained with an anti-M antibody and anti-HN antibody and 
then observed under a confocal laser microscope. These photographs 
show stereo three-dimensional images of the subcellular localization 
5 of M and HN proteins. 

Fig. 16 shows pictures representing the effect of microtubule 
depolymerization reagent on the subcellular localization of M and 
HN proteins-.; ,'A T 10 cells were*, infected with SeV18+/AF-GFP or 
SeV18+/MtsHNtsAF-GFP at M0I=1, and a microtubule depolymerization 

10 reagent, colchicine, was immediately added to the cells at a final 
concentration of 1 jiM. The cells were cultured at 32°C or 37°C. After 
two days, these cells were immunostained with anti-M antibody and 
anti-HN antibody, and then observed under a confocal laser microscope . 
These photographs show stereo three-dimensional images for the 

15 subcellular localization of M and HN proteins. 

Fig. 17 shows the construction scheme of the genome cDNA of the 
F-deficient SeV comprising P and L gene mutations. 

Fig. 18 shows the result of the secondary release of viral 
particles from cells infected by the F-deficient SeV comprising P 

20 and L gene mutations. "dF" represents SeV18 + /AF-GFP . "P86" 
represents SeV18+/P8 6Lmut • AF-GFP . "P511" represents 

SeV18 + /P511Lmut -AF-GFP. 

Fig. 19 shows the cytotoxicity results for the F-deficient SeV 
comprising P and L gene mutations. "P86" represents SeV18+/P86Lmut 

25 -AF-GFP. n P511" represents SeV18+/P511Lmut -AF-GFP . "DF" represents 
SeV18+/ AF-GFP. 

Fig. 20 shows the change in the number of cells expressing the 
introduced gene (GFP) in the CV-1 cells that were infected by the 
F-deficient SeV comprising P and L gene mutations. "P86" represents 

30 SeV18 + /P8 6Lmut -AF-GFP. "P511" represents SeV18 + /P511Lmut -AF-GFP . 
"dF" represents SeV18 + / AF-GFP. 

Fig. 21 shows photographs representing expression of the 
introduced gene (GFP) in the CV-1 cells that were infected by the 
F-deficient SeV comprising P and L gene mutations. "P86" represents 

35 SeV18+/P86Lmut-AF-GFP. "P511" represents SeV18+/P511Lmut -AF-GFP . 
" AF" represents SeV18 + / AF-GFP. 
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Fig. 22 shows the constitutive expression of the introduced gene 
(SEAP) in cells infected with F-deficient SeV comprising P and L gene 
mutations. "NC" represents the negative control into which no vector 
was introduced. M dF" represents SeV18+SEAP/ AF-GFP. "p86" 
5 represents SeV18+SEAP/P8 6Lmut AF-GFP. "P511" represents 

SeV18+SEAP/P511Lmut-AF-GFP. 

Fig. 23 shows the result of the secondary release of viral 
particles from the cells that were, infected by the F-deficient SeV 
(SEAP gene-comprising type) comprising P and L gene mutations. "dF" 
10 represents SeV18+SEAP/ AF-GFP. "p86" represents SeV18+SEAP/P8 6Lmut 
■AF-GFP. "P511" represents SeV18+SEAP/P511Lmut-AF-GFP . 

Fig. 24 shows cytotoxicity results for F-deficient SeV (SEAP 
gene-comprising type) comprising P and L gene mutations. "dF+SEAP" 
represents SeV18+SEAP/ AF-GFP. "p86+SEAP" represents 

15 SeV18+SEAP/P8 6Lmut AF-GFP. "P511+SEAP" represents 

SeV18+SEAP/P511Lmut-AF-GFP. 

Fig. 25 shows the genomic structure of the F-deficient SeV 
comprising temperature-sensitive mutations in the M and HN genes and 
mutations in the P and L genes. 
20 Fig. 2 6 shows the construction scheme for the genome cDNA of 

the F-deficient SeV comprising temperature-sensitive mutations in 
the M and HN genes and mutations in the P and L genes. 

Fig. 27 shows the result of the secondary release of viral 
particles from cells infected with F-deficient SeV comprising 
25 temperature-sensitive mutations in the M and HN genes and mutations 
in the P and L genes . "dF" represents SeV18 + / AF-GFP. "ts" represents 
SeV18+/MtsHNts AF-GFP. "ts+86" represents SeV18+/MtsHNts P86Lmut- 
AF-GFP. "ts+511" represents SeV18 + /MtsHts P511Lmut-AF-GFP . 

.Fig. 28 shows cytotoxicity results for F-deficient SeV 
30 comprising temperature-sensitive mutations in the M and HN genes and 
mutations in the P and L genes. "dF" represents SeV18 + / AF-GFP. "ts" 
represents SeV18+/MtsHNts AF-GFP. "ts+86" represents 

SeV18+/MtsHNts P86Lmut-AF-GFP . "ts+511" represents SeV18+/MtsHts 
P511Lmut-AF-GFP. 

35 Fig. 29 shows the results of time-course expression for a foreign 

gene in the F-deficient SeV (foreign gene-comprising type) comprising 
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temperature-sensitive mutations in the M and HN genes and mutations 
in the P and L genes. "dF" represents SeV18+SEAP/ AF-GFP . "ts+86" 
represents SeV18+SEAP/MtsHNts P8 6Lmut-AF-GFP . "ts+511" represents 
SeV18+SEAP/MtsHNts P511Lmut-AF-GFP . 
5 Fig. 30 shows the results of cytotoxicity time-courses for the 

F-deficient SeV (foreign gene-comprising type) comprising 
temperature-sensitive mutations in the M and HN genes and mutations 
in the P and ,L • genes.. "dF 1 !/. represents SeVl8+SEAP/ AF-GFP. 
"dF/ts+P86L" represents SeV18+SEAP/MtsHNts P86Lmut • AF-GFP. 
10 "dF/ts+P511L" represents SeV18+SEAP/MtsHNts P511Lmut-AF-GFP . 

Fig. 31 shows a schematic representation of the construction 
of an M-deleted SeV genome cDNA comprising the EGFP gene. 

Fig. 32 shows a schematic representation of the construction 
of an F- and M-deleted SeV genome cDNA. 
15 Fig. 33 shows the structures of the constructed F- and/or 

M-deleted SeV genes. 

Fig. 34 shows a schematic representation of the construction 
of an M gene-expressing plasmid comprising the hygromycin-resistance 
gene . 

20 Fig. 35 shows pictures representing a semi-quantitative 

comparison, by Western-blotting, of the expression levels of M and 
F proteins in cloned cells inducibly expressing the cloned M protein 
(and F protein) ; following infection with a recombinant adenovirus 
(AcCANCre) that expresses Cre DNA recombinase. 

25 Fig. 36 shows pictures representing the viral reconstitution 

of M-deleted SeV (SeV18+/AM-GFP) with helper cell (LLC-MK2/F7/M) 
clones #18 and #62. 

Fig. 37 shows the viral productivity of SeV18+/AM-GFP (CIU and 
. HAU time courses) . 

30 Fig. 38 shows pictures and an illustration representing the 

result of RT-PCR confirming gene structure in SeV18+/AM-GFP virions. 

Fig. 39 shows pictures representing the result of a comparison 
of SeVl8+/AM-GFP with SeV18+GFP and SeV18+/AF-GFP, where, after 
infection of LLC-MK2 cells, Western-blotting was carried out on the 

35 viral proteins from these cells and cell cultures to confirm the viral 
structure of SeV18+/AM-GFP from a protein viewpoint. 
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Fig. 40 shows pictures representing a quantitative comparison 
of virus-derived proteins in the culture supernatant of LLC-MK2 cells 
infected with SeV18+/AM-GFP and SeV18+/AF-GFP (a series of dilutions 
were prepared and assayed using Western-blotting) . Anti-SeV antibody 
5 was used. 

Fig. 41 shows HA activity in the culture supernatant, collected 
over time, of LLC-MK2 cells infected with SeV18+/AM-GFP or 
SeV18+/AF-GFP at MOI=3. 

Fig .42 shows fluorescence microscopic images obtained five days 

10 after LLC-MK2 cells were infected with' SeV18+/AM-GFP or SeV18+/AF-GFP 
at MOI=3. 

Fig. 43 shows fluorescence microscopic images of LLC-MK2 cells 
prepared as follows: LLC-MK2 cells were infected with SeV18+/AM-GFP 
or SeV18+/AF-GFP at MOI=3, and then five days after infection the 
15 culture supernatant was recovered and transfected into LLC-MK2 cells 
using a cationic liposome (Dosper) . Microscopic observation was 
carried out after two days. 

Fig. 44 shows pictures representing the viral reconstitution 
of F- and M-deleted SeV ( SeV18+/AMAF-GFP) . 
20 Fig. 45 shows fluorescence microscopic images obtained three 

and five days after cells expressing both M and F (LLC-MK2/F7/M62/A) 
were infected with SeV18+/AM-GFP or SeV18+/AF-GFP . 

Fig. 4 6 shows the construction scheme of M or G gene 
expression-inducing vectors comprising the zeocin-selective marker. 
25 Fig. 47 shows photographs representing the expression of M and 

F proteins in helper cells expressing M and F. 

Fig. 48 shows photographs representing the GFP expression in 
cells infected by M/F double-deficient SeV comprising the GFP gene. 

Fig. 49 shows the result of virus production by cells infected 
30 by M/F double-deficient SeV comprising the GFP gene. 

Fig. 50 shows photographs indicating the result of confirmation 
of the M/F double-deficient SeV genomic structure using RT-PCR. "dF" 
represents SeV18 + / AF-GFP . "dM" represents SeV18 + / AM-GFP. "dMdF" 
represents SeV18 + / AM AF-GFP . 
35 Fig. 51 shows photographs representing the result of 

confirmation of the absence of M and F protein expression in cells 
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infected by M/F double-deficient SeV. 

Fig. 52 shows the results of analysis of the presence and absence 
of the secondary release of viral particles from cells infected by 
M/F double-deficient SeV, analyzed by measuring HA activity. 
5 Fig, 53 shows photographs representing the results of analysis 

of the presence and absence of the secondary release of viral particles 
from cells infected by M/F double-deficient SeV, analyzed using 
culture supernatant fluid transf ection . 

Fig. 54 shows photographs representing the infectivity of M/F 
10 double-deficient SeV and-M-def icieht SeV in nerve cells of the cerebral 
cortex . 

Fig. 55 shows photographs representing the expression of induced 
genes after the in vivo application of M/F double-deficient SeV and 
M-deficient SeV into Mongolian gerbil brains. 
15 Fig. 56 shows the results of inf ectivity-dependent cytotoxicity 

for M/F double-deficient SeV and M-deficient SeV. "Positive control" . 
represents SeV with full replicative activity (Sevl8+GFP) . "dF" 
represents SeV18+/ AF-GFP. "dM" represents SeV18+/ AM-GFP. "dMdF" 
represents SeV18 + / AM AF-GFP . 

20 

Best Mode for Carrying Out the Invention 

The present invention is illustrated in detail below with 
reference to Examples, but is not to be construed as being limited 
thereto. All references cited herein are incorporated by reference. 

25 

[Example 1] Construction of an F-deleted SeV genome cDNA in which 
temperature-sensitive mutations have been introduced 

Fig. 1 shows a scheme that represents the construction of a 
F-deficient Sev genome cDNA introduced with temperature-sensitive 
30 mutations, described as follows: An F-deleted full-length Sendai 
viral genome cDNA containing the EGFP gene at the F deletion site 
(pSeV18+/AF-GFP: Li, H.-O. etal. f J. Virology 74, 6564-6569 (2000); 
WO00/70070) was digested with Nael. The M gene-containing fragment 
(4922 bp) was separated using agarose electrophoresis . After cutting 
35 the band of interest out, the DNA was recovered by QIAEXII Gel 
Extraction System (QIAGEN, Bothell, WA) and subcloned into 
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pBluescript II (Stratagene, La Jolla, CA) at the EcoRV site 
(pBlueNaelfrg-AFGFP construction) . Introduction of 

temperature-sensitive mutations into the M gene of pBlueNaelf rg-AFGFP 
was achieved using a QuikChange™ Site-Directed Mutagenesis Kit 
5 (Stratagene, La Jolla, CA) , according to kit method. The three types 
of mutation introduced into the M gene were G69E, T116A and A183S, 
based on the sequence of the CI. 151 strain reported by Kondo et al. 
(Kondo, T. et al., J. Biol, Chem. ,268: 21924-21930 (1993)). The 
sequences of ' the /synthetic oligonucleotides used to introduce the 

10 mutations were: G69E 

(5 1 -gaaacaaacaaccaatctagagagcgtatctgacttgac-3 1 /SEQ ID NO: 4, 
5 1 -gtcaagtcagatacgctctctagattggttgtttgtttc-3 f /SEQ ID NO: 5), T116A 
(5 1 -attacggtgaggagggctgttcgagcaggag-3 1 /SEQ ID NO: 6, 

5 1 -ctcctgctcgaacagccctcctcaccgtaat-3 1 /SEQ ID NO: 7) and A183S 

15 (5 1 -ggggcaatcaccatatccaagatcccaaagacc-3 1 /SEQ ID NO: 8, 
5'-ggtctttgggatcttggatatggtgattgcccc-3 f /SEQ ID NO: 9). 

The plasmid pBlueNaelf rg-AFGFP, whose M gene contains the three 
mutations, was digested with Sail and then partially digested with 
ApaLI . The fragment containing the entire M gene was then recovered 

20 (2644 bp) . pSeV18 + /AF-GFP was digested with ApaLI/Nhel, and the HN 
gene-containing fragment (6287 bp) was recovered. The two fragments 
were subcloned into Litmus38 (New England Biolabs, Beverly, MA) at 
the Sall/Nhel site (LitmusSall/Nhelf rg-MtsAFGFP construction) . 
Temperature-sensitive mutations were introduced into the 

25 LitmusSall/Nhelf rg-MtsAFGFP HN gene in the same way as for the 
introduction of mutations into the M gene, by using a QuikChange™ 
Site-Directed Mutagenesis Kit according to kit method. The three 
mutations introduced into the HN gene were A262T, G264R and K461G, 
based on the sequence of ts271 strain reported by Thompson et al. 

30 (Thompson, S.D. et al., Virology 160: 1-8 (1987)). The sequences of 
the synthetic oligonucleotides used to introduce the mutations were: 
A2 62T/G2 64R (5 1 -catgctctgtggtgacaacccggactaggggttatca-3 1 /SEQ ID 
NO: 10, 5 f -tgataacccctagtccgggttgtcaccacagagcatg-3 1 /SEQ ID NO: 11), 
and K461G (5 1 -cttgtctagaccaggaaatgaagagtgcaattggtacaata-3 ' /SEQ ID 

35 NO: 12, 5 ' -tattgtaccaattgcactcttcatttcctggtctagacaag-3 1 /SEQ ID NO: 
13) . The mutations were introduced into the M and HN genes in separate 
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vectors, but it is also possible to introduce all of the mutations 
into both M and HN genes by using a plasmid ( Litmus Sail /Nhelfrg-AFGFP) 
obtained by subcloning, at the Sall/Nhel site of Litmus38, a fragment 
containing the M and HN genes (8931 bp), provided by digesting 
5 pSeV18+/AF-GFP with Sall/Nhel . Successive introduction of mutations 
resulted in the introduction of six temperature-sensitive mutations 
in total; three mutations on the M gene, and three mutations on the 
HN gene (LitmusSall/Nhelf rg-MtsHNtsAFGFP construction) . 

LitmusSaH/Nheifrg-MtsHNtsAFGFP was digested with Sall/Nhel 

10 and a 8931 bp fragment was recovered. Another fragment (8294 bp), 
lacking the M and HN genes and such, was recovered on digestion of 
pSeV18+/AF-GFP with Sall/Nhel. Both fragments were ligated together 
to construct the F-deleted full-length Sendai virus genome cDNA 
(pSeV18+/MtsHNtsAF-GFP) comprising the six temperature-sensitive 

15 mutations in the M and HN genes, and the EGFP gene at the site of 
the F deletion (Fig. 2) . 

Further, to quantify the expression level of genes in the plasmid, 
a cDNA containing the secretory alkaline phosphatase (SEAP) gene was 
also constructed. Specifically, NotI was used to cut out an SEAP 

20 fragment (1638 bp), comprising the termination signal-intervening 
sequence-initiation signal downstream of the SEAP gene (WO00/70070) . 
This fragment was recovered and purified following electrophoresis. 
The fragment was then inserted into pSeV18+/AF-GFP and 
pSeV18+/MtsHNtsAF-GFP at their respective NotI sites. The resulting 

25 plasmids were named pSeV18+SEAP/AF-GFP and pSeV18+SEAP/MtsHNtsAF-GFP, 
respectively (Fig. 2) . 

[Example 2] Reconstitution and amplification of a virus in which 

temperature-sensitive mutations had been introduced 
30 Viral reconstitution was performed according to the report by 

Li et al. (Li, H.-O. et al., J. Virology 74. 6564-6569 (2000); 

WO00/70070) . Since F was deleted in the virus, F protein helper cells 

were utilized, prepared using an inducible Cre/loxP expression system. 

The system uses a pCALNdLw plasmid, designed for Cre DNA 
35 recombinase-mediated inducible gene product expression (Arai, T. et 

al., J. Virol.. 72: 1115-1121 (1988)). In this system,, the inserted 
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gene is expressed in a transf ormant carrying this plasmid, by using 
the method of Saito et al . to infect the transf ormant with a recombinant 
adenovirus (AxCANCre) expressing Cre DNA recombinase (Saito, I. et 
al., Nucl. Acid. Res. 23, 3816-3821 (1995), Arai, T. etal., J. Virol. 
5 72, 1115-1121 (1998)). In the case of the SeV-F protein, the 
transformed cells comprising the F gene are herein referred to as 
LLC-MK2/F7, and cells persistently expressing the F protein after 
induction by AxCANCre are herein referred to as LLC-MK2/F7/A. 

Reconstitution of the virus comprising the 

10 temperature-sensitive mutations was carried out as follows: LLC-MK2 
cells were plated on to a 100-mm dish at 5x 10 6 cells/dish, and then 
cultured for 24 hours . T7 polymerase-expressing recombinant vaccinia 
virus, which had been treated with psoralen and long-wavelength 
ultraviolet light (365 nm) for 20 minutes (PLWUV-VacT7 : Fuerst, T.R. 

15 et al. , Proc. Natl. Acad. Sci. USA 83, 8122-812 6 (198 6) ) , was infected 
(MOI=2) to these cells at room temperature for one hour. The cells 
were washed with serum-free MEM. Plasmids, pSeV18+/MtsHNtsAF-GFP, 
pGEM/NP, pGEM/P, pGEM/L and pGEM/F-HN (Kato, A. et al., Genes Cells 
1, 569-579 (1996)), were suspended in Opti-MEM (Gibco-BRL, Rockville, 

20 MD) at amounts of 12 |ig, 4 jag, 2 jag, 4 ^g and 4 jog/dish, respectively. 
SuperFect transfection reagent (Qiagen, Bothell, WA) corresponding 
to 1 jxg DNA/ 5 jil was added and mixed. The resulting mixture was allowed 
to stand at room temperature for 15 minutes, and then added to 3 ml 
of Opti-MEM containing 3% FBS . This mixture was added to the cells. 

25 After being cultured for five hours, the cells were washed twice with 
serum-free MEM, and cultured in MEM containing 40 jxg/ml cytosine 
P-D-arabinofuranoside' (AraC: Sigma, St. Louis, MO) and 7.5 jig/ml 
trypsin (Gibco-BRL, Rockville, MD) . After 24 hours of culture, cells 
persistently expressing F protein (LLC-MK2/F7/A: Li, H.-O. et al., 

30 J. Virology 74 . 6564-6569 (2000) , WO00/7007 0) were overlaid at 8 .5xl0 6 
cells/dish. These cells were further cultured in MEM containing 40 
jig/mL AraC and 7.5 ^ig/mL trypsin at 37 °C for two days (P0) . The cells 
were harvested and the pellet was suspended in 2 ml Opti-MEM per dish. 
Freeze-and-thaw treatment was repeated three times, and the lysate 

35 was directly transfected into LLC-MK2/F7/A. The cells were cultured 
in serum-free MEM containing 40 jig/mL AraC and 7.5 jig/mL trypsin at 
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32 °C (PI) . After five to seven days, part of the culture supernatant 
was infected into freshly prepared LLC-MK2/F7/A, and the cells were 
cultured in the same serum-free MEM containing 40 |Lig/mL AraC and 7.5 
fig /mL trypsin at 32 °C (P2). After three to five days, freshly prepared 
LLOMK2/F7/A were infected again, and the cells were cultured in 
serum-free MEM containing only 7.5 |ag/mL trypsin at 32 °C for three 
to five days (P3) . BSA was added to the recovered culture supernatant 
at a final concentration of 1%, and the mixture was stored at -80°C. 
The viral solution stbTed was thawed and used in subsequent 
experiments . 

The titers of viral solutions prepared by this method were as 
follows: SeV18+/AF-GFP, 3x 10 8 ; SeV18+/MtsHNtsAF-GFP, 7x 10 7 ; 
SeV18+SEAP/AF-GFP, 1 . 8x 10 8 ; SeV18+SEAP/MtsHNtsAF-GFP, 8 . 9x 10 7 
GFP-CIU/mL (GFP-CIU has been defined in WO00/70070) . In determining 
SeV18+/AF-GFP and SeV18+/MtsHNtsAF-GFP titers, the post-infection 
spread of plaques of cells persistently expressing F protein 
(LLC-MK2/F7/A) was observed at 32 °C and 37 °C . Fig. 3 shows photographs 
of patterns observed six days after infection. SeV18+/MtsHNtsAF-GFP 
plaques spread to some extent at 32 °C, but were greatly reduced at 
37°C. This suggests that virion formation is reduced at 37°C. 

[Example 3] Effect of culture temperature (32 °C) on viral 
reconstitution 

In the experimental reconstitution of viruses in which 
25 temperature-sensitive mutations had been introduced (Example 2), PI 
and all subsequent cultures were carried out at 32 °C. This temperature 
was used because the reference virus, used for assessing the 
introduction of temperature-sensitive mutations, grows well at 32 °C 
(Kondo, T. etal., J. Biol. Chem. 268: 21924-21930 (1993), Thompson, 
30 S.D. et al., Virology 160: 1-8 (1987)). Close examination of the 
experimental conditions revealed that, for SeV reconstitution (and 
for other viruses in addition to those in which temperature-sensitive 
mutations had been introduced) , reconstitution efficiency was 
improved by carrying out PI and subsequent cultures at 32 °C, giving 
35 a high possibility of recovering viruses that were previously 
difficult to obtain. 
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There are though to be two reasons for enhanced reconstitution 
efficiency at 32 °C. The first point is that, when cultured at 32 °C 
as opposed to 37 °C, cytotoxicity due to AraC, which is supplemented 
to inhibit vaccinia virus amplification, is thought to be suppressed. 
5 Under conditions for viral reconstitution, culturing LLOMK2/F7/A 
cells at 37 °C, in serum-free MEM containing 4 0 fig /ml of AraC and 7.5 
fig /ml of trypsin, caused cell damage, after three to four days, 
including an increase in detached cells . However, cultures at 32 °C 
could be sufficiently continued for seven to ten days with cells still 

10 intact. When reconstituting SeV with inefficient transcription 
and/or replication, or with inefficient formation of infectious 
virions, success is thought to be a direct reflection of culture 
duration . The second point is that F protein expression is maintained 
in LLC-MK2/F7/A cells when the cells are cultured at 32°C. After 

15 culturing LLC-MK2/F7/A cells that continuously express F protein to 
confluency on 6-well culture plates in MEM containing 10% FBS and 
at 37 °C, the medium was replaced with a serum-free MEM containing 
7.5 fig /ml of trypsin, and the cells were further cultured at 32 °C 
or 37 °C. Cells were recovered over time using a cell scraper, and 

20 Western-blotting using an anti-F protein antibody (mouse monoclonal) 
was used to semi-quantitatively analyze intra-cellular F protein. 
F protein expression was maintained for two days at 37 °C, and then 
decreased. However, at 32°C expression was maintained for at least 
eight days (Fig. 4) . These results confirm the validity of viral 

25 reconstitution at 32 °C (after PI stage). 

The above-described Western-blotting was carried out using the 
following method: Cells recovered from one well of a 6-well plate 
were stored at -80 °C, then thawed in 100 (il of lx diluted sample buffer 
for SDS-PAGE (Red Loading Buffer Pack; New England Biolabs, Beverly, 

30 MA) . Samples were then heated at 98 °C for ten minutes, centrifuged, 
and a 10-fil aliquot of the supernatant was loaded on to SDS-PAGE gel 
(multigel 10/20; Daiichi Pure Chemicals Co., Ltd., Tokyo, Japan). 
After electrophoresis at 15 mA for 2 . 5 hours, proteins were transferred 
on to a PVDF membrane (Immobilon PVDF transfer membrane; Millipore, 

35 Bedford, MA) using semi-dry method at 100 mA for one hour . The transfer 
membrane was immersed in a blocking solution (Block Ace; Snow Brand 
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Milk Products Co., Ltd., Sapporo, Japan) at 4°C for one hour or more, 
soaked in a primary antibody solution containing 10% Block Ace 
supplemented with 1/1000 volume of the anti-F protein antibody, and 
then allowed to stand at 4°C overnight. After washing three times 
5 with TBS containing 0.05% Tween 20 (TBST), and a further three times 
with TBS, the membrane was immersed in a secondary antibody solution 
containing 10% BlocX Ace, supplemented with 1/5000 volume of the 
anti-mouse IgG + IgM antibody bound with' HRP (Goat F(ab' )2 Anti-Mouse 
IgG + IgM, HRP; BioSource Int., Camarillo, CA) . Samples were then 
10 stirred at room temperature for one hour. The membrane was washed 
three times with TBST, and three times with TBS, and proteins on the 
membrane were then detected using the chemiluminescence method (ECL 
western blotting detection reagents; Amersham Pharmacia biotech, 
Uppsala, Sweden) . 

15 

[Example 4] Quantification of secondarily released particles from 
temperature sensitive mutation-introduced viruses (HA assay, 
Western-Blotting) 

Levels of secondarily released* particles were compared, 

20 together with SeV18+/AF-GFP and SeV18+/MtsHNtsAF-GFP, using the 
autonomously replicating type SeV, that comprises all of the viral 
proteins and the GFP fragment (780 bp) which comprises the termination 
signal-intervening sequence-initiation signal downstream of the GFP 
gene at the NotI site (SeV18+GFP: Fig. 2). 

25 LLC-MK2 cells were grown to confluency on 6-well plates. To 

these cells were added 3xl0 7 ClU/ml of each virus solution at 100 fil 
per well (MOI=3) , and the cells were infected for one hour. After 
washing the cells with MEM, serum-free MEM (1 ml) was added to each 
well, and the cells were cultured at 32 °C, 37°Cand38°C, respectively. 

30 Sampling was carried out every day, and immediately after sampling, 
1 ml of fresh serum-free MEM was added to the remaining cells. 
Culturing and sampling were performed over time. Three days after 
infection, observation of GFP expression under a fluorescence 
microscope indicated that infection levels were almost equal for the 

35 three types of virus for all temperature conditions (32°C, 37°C and 
38°C), and that GFP expression was similar (Fig. 5). 
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Secondarily released particles were quantified using an assay 
of hemagglutination activity (HA activity) , performed according to 
the method of Kato et al. (Kato, A., et al., Genes Cell 1, 569-579 
(1996)) . Specifically, round-bottomed 96 well-plates were used for 
5 the serial dilution of the viral solution with PBS. Serial two-fold 
50 ill dilutions were carried out in each well. 50 ^1 of preserved 
chicken blood (Cosmo Bio, Tokyo, Japan)', diluted to 1% with PBS, was 
added to 50 jal of the viral solution, and the mixture was allowed 
to stand at 4°C for one hour. Erythrocyte agglutination was then 

10 examined. The highest virus dilution rate among the agglutinated 
samples was judged to be the HA activity. In addition, one 
hemagglutination unit (HAU) was calculated to be IxlO 6 viruses, and 
expressed as a number of viruses (Fig. 6) . The secondarily released 
particles of SeV18 + /MtsHNtsAF-GFP remarkably decreased, and at 37 °C, 

15 was judged to be about 1/10 the level of SeV18+/AF-GFP. 
SeV18+/MtsHNtsAF-GFP viral particle formation was also reduced at 
32 °C, and although only a few particles were produced, a certain degree 
of production was still thought possible. 

Western-Blotting was used to quantify secondarily released 

20 particles. In a manner similar to that described above, LLC-MK2 cells 
were infected at MOI=3 with the virus, and the culture supernatant 
and cells were recovered two days after infection. The culture 
supernatant was centrifuged at 48,000 g for 45 minutes to recover 
the viral proteins. After SDS-PAGE, Western-Blotting was performed 

25 to detect these proteins using an anti-M protein antibody. This anti-M 
protein antibody is a newly prepared polyclonal antibody, prepared 
from the serum of rabbits immunized with a mixture of three synthetic 
peptides: corresponding to amino acids 1-13 (MADIYRFPKFSYE+Cys/SEQ 
ID NO: 14), 23-35 (LRTGPDKKAIPH+Cys/SEQ ID NO: 15), and 336-348 

30 (Cys+NWAKNIGRIRKL/SEQ ID NO: 16) of the SeV M protein. 
Western-Blotting was performed according to the method described in 
Example 3, in which the primary antibody, anti-M protein antibody, 
was used at a 1/4000 dilution, and the secondary antibody, anti-rabbit 
IgG antibody bound with HRP (Anti-rabbit IgG (Goat) H+L con j . ; ICN 

35 P., Aurola, OH), was used at a 1/5000 dilution. In the case of 
SeV18+/MtsHNtsAF-GFP infected cells, M proteins were widely expressed 
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to a similar degree, but viral proteins were reduced (Fig. 7) . 
Western-blotting also confirmed a decrease in secondarily released 
viral particles. 

5 [Example 5] The expression level of genes comprised by the virus in 
which the temperature-sensitive mutations have been introduced (SEAP 
assay) 

SeV18+/MtsHNtsAF-GFP secondary particle release was reduced. 
However, such a modification would be meaningless in a gene expression 

10 vector if accompanied with a simultaneous decrease in comprised gene 
expression. Thus, gene expression level was evaluated. LLC-MK2 
cells were infected with SeV18+SEAP/AF-GFP or 

SeV18+3EAP/MtsHNtsAF-GFP at MOI=3, and culture supernatant was 
collected over time (12, 18, 24, 50 and 120 hours after infection) . 

15 SEAP activity in the supernatant was assayed using a Reporter Assay 
Kit-SEAP (TOYOBO, Osaka, Japan) according to kit method. SEAP 
activity was comparable for both types (Fig. 8) . The same samples 
were also assayed for hemagglutination activity (HA activity) . The 
HA activity of SeV18+SEAP/MtsHNtsAF-GFP was reduced to about one tenth 

20 (Fig. 9) . Viral proteins were harvested from viruses in the samples 
by centrif ugation at 48, 000 g for 45 minutes, and then 
semi-quantitatively analyzed by Western-Blotting using an anti-M 
antibody. The level of viral protein in the supernatant was also 
reduced (Fig. 10) . These findings indicate that the introduction of 

25 temperature-sensitive mutations reduced the level of secondary 
particle release to about 1/10, with virtually no reduction in the 
expression of comprised genes. 

[Example 6] Cytotoxicity of viruses in which temperature-sensitive 
30 mutations have been introduced (LDH assay) 

SeV infection is often cytotoxic. The influence of introduced 
mutations was thus examined from this respect. LLC-MK2, BEAS-2B and 
CV-1 cells were each plated on a 96-well plate at 2.5xl0 4 cells/well 

(100 jaL/well), and then cultured. LLC-MK2 and CV-1 were cultured in 
35 MEM containing 10% FBS, and BEAS-2B was cultured in a 1:1 mixed medium 
of D-MEM and RPMI (Gibco-BRL, Rockville, MD) containing 10% FBS . After 
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24 hours of culture, virus infection was carried out by adding 5 |iL/well 
of a solution of SeV18+/AF-GFP or SeV18+/MtsHNtsAF-GFP diluted with 
MEM containing 1% BSA. After six hours, the medium containing the 
viral solution was removed, and replaced with the corresponding fresh 
5 medium, with or without 10% FBS . The culture supernatant was sampled 
three days after infection when FBS-f ree medium was used, or six days 
after infection when medium containing FBS was used. Cytotoxicity 
was analyzed using a Cytotoxicity Detection Kit (Roche, Basel, 
Switzerland) according to kit. instructions . Neither of the viral 
10 vectors was cytotoxic in LLC-MK2 . Further, SeV18+/MtsHNtsAF-GFP 
cytotoxicity was assessed as being comparable to or lower than that 
of SeV18+/AF-GFP in CV-1 and BEAS-2B (Fig. 11) . Thus, it was concluded 
that cytotoxicity was not induced by suppressing secondary particle 
release by the introduction of temperature-sensitive mutations. 

15 

[Example 7] Study of the mechanism of secondary particle release 
suppression 

In order to elucidate part of the mechanism underlying the 
suppression of secondary particle release by the introduction of 

20 temperature-sensitive mutations, the subcellular localization of M 
protein was examined. LLC-MK2 cells were infected with each type of 
SeV (SeV18+GFP, SeV18+/AF-GFP, SeV18+/MtsHNtsAF-GFP) , and cultured 
at 32 °C, 37 °C or 38 °C for two days. The cells were immunostained by 
using an anti-M antibody. Immunostaining was performed as follows: 

25 The cultured cells were washed once with PBS, methanol cooled to -20°C 
was added, and the cells were fixed at 4°C for 15 minutes. After 
washing the cells three times with PBS, blocking was carried out at 
room temperature for one hour using PBS solution containing 2% goat 
serum and 0.1% Triton. After washing with PBS a further three times, 

30 the cells were reacted with a primary antibody solution (10 jig/mL 
anti-M antibody) containing 2% goat serum at 37 °C for 30 minutes. 
After washing three times with PBS, the cells were reacted with a 
secondary antibody solution (10 |ig/mL Alexa Fluor 488 goat anti-rabbit 
IgG (H+L) conjugate: Molecular Probes, Eugene, OR) containing 2% goat 

35 serum at 37 °C for 15 minutes. Finally, after a further three washes 
with PBS, the cells were observed under a fluorescence microscope. 



THIS PAGE BLANK (usrro) 



In the case of the self-replicating SeV18+GFP comprising both F and 
HN proteins, condensed M protein was detectable on cell surfaces at 
all of the temperatures tested (Fig. 12) . Such M protein condensation 
has been previously reported (Yoshida, T. etal., Virology 71: 143-161 
5 (1976)), and is assumed to reflect the site of virion formation. 
Specifically, in the case of SeV18+GFP, cell-surface M protein 
localization appeared to be normal at all temperatures, suggesting 
that a sufficient amount of virions were formed. On the other hand, 
in the case of -SeV18+'/AF-,GFP; : ';vM p^roUeih condensation was greatly 

10 reduced at 38°C. M protein is believed to localize on cell surfaces, 
binding to both F and HN protein cytoplasmic tails (Sanderson, CM. 
et ai., J. Virology 68: 69-76 (1994), Ali, A. et al. f Virology 276: 
289-303 (2000)). Because one of these two proteins, namely the F 
protein, is deleted in SeV18 + /AF-GFP, F protein deficiency is assumed 

15 to have an impact on M protein localization. This impact was expected 
to be stronger for SeV18+/MtsHNtsAF-GFP, and it was also expected 
that, even at 37 °C, M protein localization would be disturbed and 
the number of particles in the secondary release would be reduced. 

20 [Example 8] Study of the suppression mechanism of secondary particle 
release (2) 

In order to study the SeV protein's subcellular localization 
in more detail, analyses were carried out using a confocal laser 
microscope (MRC1024; Bio-Rad Laboratories Inc., Hercules, CA) . A-10 

25 cells (rat myoblasts) were infected with each of SeV18+SEAP/AF-GFP 
and SeV18+SEAP/MtsHNtsAF-GFP (MOI=l) , and then cultured in MEM 
containing 10% serum at 32°C or 37°C. One or two days later, the cells 
were immunostained using anti-M antibody and anti-HN antibody. 
Immunostaining was performed as follows: The infected culture cells 

30 were washed once with PBS. Methanol cooled to -20°C was added to the 
cells, and the cells were fixed at 4°C for 15 minutes. The cells were 
washed three times with PBS, and blocking was then carried out for 
one hour at room temperature, using PBS solution containing 2% goat 
serum, 1% BSA and 0.1% Triton. The cells were reacted with M primary 

35 antibody solution (10 )ng/mL anti-M antibody) containing 2% goat serum 
at 37 °C for 30 minutes. The cells were then reacted with HN primary 
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antibody solution (1 jig/mL anti-HN antibody (IL4-1) ) at 37°C for 30 
minutes. After washing three times with PBS, the cells were reacted 
with a secondary antibody solution (10 jig/mL Alexa Fluor 568 goat 
anti-rabbit IgG(H+L) conjugate and 10 |ig/mL Alexa Fluor 488 goat 
5 anti-mouse IgG(H+L) conjugate: Molecular Probes, Eugene, OR) 
containing 2% goat serum at 37 °C for 15 minutes . The cells were washed 
three times with PBS and The nuclei were stained with TO_PR03 
(Molecular Probes, Eugene, OR) diluted 4000 times. The cells were 
allowed to stand at room temperature for 15 minutes. Finally, to 

10 prevent quenching-, a Slow Fade Antifade Kit solution (Molecular Probes, 
Eugene, OR) was substituted for the liquid, and the cells were observed 
under a confocal laser microscope. Fig. 13 shows the results one day 
after infection. Red represents M protein localization; green, HN 
protein localization; and yellow, co-localization of the two. Far 

15 red has been subjected to color conversion, and thus blue represents 
the nucleus. In the case of SeV18+SEAP/AF-GFP, each protein's 
localization pattern did not differ largely between 32°C and 37 °C, 
and cell-surface localization of M protein and HN protein was observed. 
On the other hand, localization of each protein for 

20 SeV18+SEAP/MtsHNtsAF-GFP was different at both temperatures from that 
for SeV18+SEAP/AF-GFP, and hardly any M protein was localized on the 
cell surface. At 37 °C in particular, the M protein and HN protein 
were almost completely separated, such that the M protein was localized 
at sites presumed to be close to the central body of microtubules 

25 (i.e., near the Golgi body) . A similar result was obtained for cells 
cultured two days after infection. Particularly in 

SeV18+SEAP/MtsHNtsAF-GFP-infected cells, subcellular M protein 
localization did not change between one day and two days after 
infection (Fig. 14) , and protein transport appeared to have stopped. 

30 This result also showed that the reduced secondary particle release 
of viruses in which temperature-sensitive mutations had been 
introduced was caused by a deficiency in localization of the M protein, 
which is expected to play a central role in particle formation. 

When the cells were cultured at 32 °C after infection with 

35 SeV18+SEAP/MtsHNtsAF-GFP, the M protein stained in a morphology 
similar to that of a microtubule (Fig. 13) . To show the involvement 
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of microtubules , a reagent that enhances microtubule depolymerization 
was added, and changes in M protein (and HN protein) localization 
were then studied. A-10 cells were infected with 

• SeV18+SEAP/MtsHNtsAF-GFP at M0I=1, and a depolymerization reagent, 
5 colchicine (Nakarai Tesque, Kyoto, Japan) or colcemid (Nakarai Tesque, 
Kyoto, Japan) , was immediately added at a final concentration of 1 
mM. The cells were then cultured at 32 °C. Two days after infection, 
the subcellular localizations of the M and HN proteins were observed 
by the same method as described above. In the absence of the 

10 depolymerization reagent, M protein distribution was similar in 
morphology to a microtubule (Fig. 13) . However, addition of the 
depolymerization reagent resulted in disruption of this structure, 
and M protein was detected as a large fibrous structure (Fig. 15) . 
This structure may be an aggregate of M protein by itself, or M protein 

15 bound to the residues of depolymerized microtubules. In either case, 
as seen in Fig. 13, it was plausibly judged that M protein was localized 
in microtubules in cells cultured at 32 °C after infection with 
SeV18+SEAP/MtsHNtsAF-GFP. 

In order to clarify whether or not the above-mentioned 

20 localization of M protein in microtubules was characteristic of 
temperature-sensitive viruses, the post-infection influence of the 
microtubule depolymerization reagent (colchicine) on changes to M 
protein (and HN protein) localization was evaluated for both viruses 
SeV18+/AF-GFP and SeV18+/MtsHNtsAF-GFP . A-10 cells were infected 

25 with SeV18+/AF-GFP or SeV18+/MtsHNtsAF-GFP at MOI=l, and the 
depolymerization reagent colchicine was immediately added at a final 
concentration of 1 |iM. The cells were cultured at 32 °C or 37 °C. Two 
days after infection, the subcellular localization of M protein (and 
HN protein) was observed using the same method as described above. 
,30 The results are shown in Fig. 16. Infected cells exhibited similar 
features for both viruses . Specifically, when the cells were cultured 
at 32 °C after infection, M protein was observed as a large fibrous 
structure, similar to that in Fig. 15. M protein's coexistance with 
microtubules was also suggested for SeV18+/AF-GFP . In particular, 

35 in cells infected with SeV18+/MtsHNtsAF-GFP and cultured at 37 °C, 
M protein was observed to be localized in areas supposed to be near 
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the Golgi body. 

Based on the above results, the following can be inferred: M 
protein is synthesized near the Golgi body; it is transported around 
the cell along microtubules (for example, bound to a motor protein 
5 such as kinesin) , mainly bound to the cytoplasmic tails of F and HN 
proteins (Sanderson, CM. et al . , J. Virology 68: 69-76 (1994); Ali, 
A. etal. , [Virology 276: 289-3O3*'(-20OO) ) ; and the M protein is localized 
on the cell surface, followed by particle formation. In viruses 
comprising a temperature-sensitive mutation, everything up to the 

10 point of intracellular transport along microtubules may be normal 
at 32°C. However, translocation f rommicrotubules to the cell surface 
may be hindered, resulting in localization along microtubules. At 
37°C it can be assumed that even intracellular transport along 
microtubules may be hindered, and thus, localization in the vicinity 

15 of the Golgi body is observed. M protein synthesis is supposed to 
take place near the Golgi body. However, it is possible that M protein 
aggregation is observed at these sites, and that the area of synthesis 
itself is elsewhere. However, it has been reported that tubulin, a 
microtubule component, activates and is involved in SeV transcription 

20 and replication (Moyer, S.A. et al., Proc. Natl. Acad. Sci. U.S.A. 
83: 5405-5409 (1986); and Ogino, T. et al., J. Biol. Chem. 274: 
35999-36008 (1999) ) . Moreover, as the Golgi body is located near the 
central body, where tubulin is predicted to exist in abundance, the 
Golgi body can be synthesized close to the microtubule central body 

25 (i.e., near the Golgi body). In addition, although the SeV mutant 
strain, Fl-R, comprises a mutation in its M gene, it modifies 
microtubules after infecting cells, and this modification may enable 
particle formation independent of Fl-R strain cell polarity (Tashiro, 
M. etal., J. Virol. 67, 5902-5910 (1993) ) . In other words , the results 

30 obtained in the present Example may also be interpreted by assuming 
the intracellular transport of M protein along tubulin. In this 
supposed mechanism, introduction of temperature-sensitive mutations 
to the M and HN genes may result in deficient subcellular M protein 
localization, resulting in a reduction in secondary particle release. 

35 



[Example 9] Construction of genome cDNA of F-deficient SeV comprising 
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introduced mutations in the P and L genes 

To suppress secondary particle release (and reduce 
cytotoxicity) by further introduction of mutations to the F-def icient 
SeV vector, modifications were made based on a gene structure 
5 identified in a SeV with maintained infectivity (Bossow, S. et al., 
Negative Strand Viruses . p. 45-7 (2000) ) . The actual design was carried 
out in the following two 'patterns : Each pattern was identified by 
the analysis of the above SeV with maintained infectivity. Mutations 
were introduced at one site in the P gene (different for the two 

10 patterns) and at two sites in the L gene (the same for both patterns) . 
Specifically, the two patterns were P(E86K) and L (N1197S/K17 95E) ; 
and P(L511F) and L (N1197S/K1795E) . The mutant strains identified as 
comprising these mutations have been reported as having decreased 
transcription activity (1/4 to 1/8 of a control) and decreased 

15 replication activity (1/2 to 1/3 of a control), and virus release 
is also reported to be reduced (to about 1%) (Bossow, S . et al . , Negative 
Strand Viruses, p. 157 (2000)). 

The scheme of mutation introduction is shown in Fig. 17. Sail 
and Nhel were used to digest the full-length genome cDNA of the 

20 F-deficient Sendai virus comprising the GFP gene at the F-deficient 
site (pSeV18+/AF-GFP; Li, H.-O. et al., J. Virology 74: 6564-6569 
(2000); WO00/70070) . The NP gene-comprising fragment (8294 bp) was 
recovered, and a multicloning site was introduced using synthetic 
oligo DNAs (pSeV/ASallNhelf rg-MCS construction) . The synthetic 

25 oligonucleotide sequences used to introduce the multicloning site 
were 5 1 -tcgacaccaggtatttaaattaattaatcgcgag-3 1 (SEQ ID NO: 17) and 
5 1 -ctagctcgcgattaattaatttaaatacctggtg-3 1 (SEQ ID NO: 18). 
Mutations were introduced to the L . gene using the constructed 
pSeV/ASallNhelf rg-MCS . Introduction was carried out according to 

30 mutagenesis kit instructions (QuikChange™ Site-Directed Mutagenesis 
Kit (Stratagene, La Jolla, CA) ) . The synthetic oligonucleotide 
sequences used to introduce mutation N1197S in the L gene were 
5 1 -gttctatcttcctgacTCtatagacctggacacgcttac-3 1 (SEQ ID NO: 19) and 
5 1 -gtaagcgtgtccaggtctataGAgtcaggaagatagaac-3 1 (SEQ ID NO: 20). The 

35 synthetic oligonucleotide sequences used to introduce mutation K1795E 
were 5 1 -ctacctattgagccccttagttgacGaAgataaagataggcta-3 1 (SEQ ID NO: 
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21) and 5 1 -tagcctatctttatcTtCgtcaactaaggggctcaataggtag-3 1 (SEQ ID 
NO: 22) . The introduction of a mutation to the P gene was carried 
out using LitmusSall/Nhelf rg AF-GFP, prepared by ligating the P 
gene-comprising fragment (8931 bp), obtained by the digestion of 
5 pSeV18 + / AF-GFP by Sall/Nhel, to the same Litmus98 site . The synthetic 
oligonucleotide sequences used to introduce mutation E8 6K in the P 
gene were 5 1 -caagataatcgatcaggtAaAgagagtagagtctctgggag-3 1 (SEQ ID 
NO: 23) and 5' -ctcccaga:gactctactctcTtTacctgatcgattatcttg-3 1 (SEQ ID 
NO: 24) . The synthetic oligonucleotide sequences used to introduce 

10 mutation L511F were 5 1 -ctcaaacgcatcacgtctcTtTccctccaaagagaagc-3 1 
(SEQ ID NO: 25) and 5 1 -gcttctctttggagggAaAgagacgtgatgcgtttgag-3 1 
(SEQ ID NO: 26) . After the introduction of these mutations, the 
following fragments were ligated: the 82 94 bp fragment obtained by 
digesting the plasmids comprising a single P gene mutation 

15 (LitmusSall/Nhelfrg AF-GFP) with Sall/Nhel ; and the L gene-comprising 
fragment (8931 bp) obtained by digesting the plasmids comprising two 
L gene mutations (pSeV/ASallNhelf rg-MCS) with Sall/Nhel. Then, 
pSeV18 + /P8 6Lmut*AF-GFP (which comprises mutation E8 6K in the P gene 
and N1197S/K1795E in the L gene) and pSeV18 + /P511Lmut-AF-GFP (which 

20 comprises mutation L511Fin the P gene and N1197S/K17 95E in the L gene) 
were constructed. These are collectively called pSeV18+/PLmut ■ 
AF-GFP. 

Furthermore, to quantify the expression level of the comprised 
genes, the present inventors constructed a cDNA comprising the 

25 secretory alkaline phosphatase (SEAP) gene. Specifically, NotI was 
used to cut out an SEAP fragment (1638 bp) that comprises a termination 
signal-intervening sequence-initiation signal downstream of the SEAP 
gene (WO00/70070) . The fragment was incorporated into 

pSeV18 + /P8 6Lmut -AF-GFP and pSeV18 + /P511Lmut-AF-GFP at the NotI site 

30 on the 18th nucleotide, creating pSeV18+SEAP/P86Lmut -AF-GFP and 
pSeV18+SEAP/P511Lmut-AF-GFP, respectively. 

[Example 10] Re-constitution and amplification of the F-deficient 
SeV that incorporates the SeV sequence for continuous infectivity 
35 in P/L. 

Re-constitution of the virus was carried out according to the 
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method described by Li et al. (Li, H.-O. et al. f J. Virology 74: 
6564-6569 (2000), WO00/70070) . Specifically, the same procedure as 
that described in Example 2 of this specification was carried out. 
Viral solution titers prepared in this method were 4.0xl0 8 GFP-CIU/ml 
5 for SeV18 + /P86Lmut-AF-GFP; 2.8xl0 8 GFP-CIU/ml for SeV18+/P511Lmut- 
AF-GFP; 3.7xl0 8 GFP-CIU/ml for SeV18+SEAP/P8 6Lmut-AF-GFP; and 2.0xl0 8 
GFP-CIU/ml for SeV18+SEAP/P511Lmut-AF-GFP. (GFP-CIU is defined in 
WO00/70070.) 

• - "C . ^ ■ ■ ..• 

10 [Example 11] Quantification of secondarily released particles from 

the F-def icient SeV that incorporates the SeV sequence for continuous 

infectivity in P/L 

Secondarily released particles were quantified by measuring HA 

activity using culture supernatant from infected cells . For purposes 

15 of comparison, SeV18+/AF-GFP secondarily released particles were also 
measured at the same time. The details of this experiment are 

described in Example 4 above. Briefly, 100 jil of lxlO 7 ClU/ml (MOI=l) 
or 5xl0 7 ClU/ml (MOI=5) of each viral solution was added to each well 
of LLC-MK2 cells grown confluently on 6-well plates. Cells were then 

20 infected for one hour . The cells were washed with MEM, 1 ml of serum-free 
MEM was added to each well, and the cells were then cultured at 37°C. 
Sampling was carried out every day. Immediately after sampling, 1 
ml of fresh serum-free MEM was added to each sample. Culturing and 
sampling were conducted at certain time intervals. 

25 HA activity was measured according to the method of Kato et al. 

(Kato, A. etal., Genes Cell 1, 569-579 (1996)). Thus, PBS was used 
to make serial two-fold 50 nl dilutions of the viral solution, for 
each well of a round-bottomed 96 well-plate. 50 ]il of this solution 
was combined with 50 |il of preserved chicken blood (Cosmo Bio Co. 

30 Ltd., Tokyo, Japan) diluted to 1% with PBS, and then allowed to stand 

at 4°C for one hour. Erythrocyte agglutination was examined, and HA 
activity was judged to be the highest dilution rate achieving 
hemagglutination among the agglutinated samples. 

In both infections with MOI=l and M0I=5, the levels of 
35 secondarily released particles were slightly reduced in cells 
infected with a vector that incorporates the SeV sequence for 
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continuous infectivity in P and L (Fig. 18). Thus, transducing the 
mutation into P and L is considered to result in a slight reduction 
in the formation of secondarily released particles. However, the 
degree of inhibition was not very significant. Characteristically, 
5 the level of secondarily released particles was gradually reduced 
in the SeV18+/AF-GFP-inf ected cells at a later stage of the infection, 
while such a reduction was virtually absent in the SeV18+/P86Lmut. 
AF-GFP- and SeV18 + /P511Lmut.AF-GFP-inf ected cells. These findings 
show that transducing the mutation into P and L reduces cytotoxicity, 
10 allowing the SeV vector to be transcribed and replicated even late 
in infection, thereby maintaining the formation of secondarily 
released particles. 

[Example 12] Cytotoxicity of the F-deficient SeV that incorporates 

15 the SeV sequence for continuous infectivity in P/L 

Notable SeV infection-dependent cytotoxicity can be observed 
inCV-1 cells, and was evaluated by utilizing these cells. F-deficient 
SeV without transduced mutations in P/L (SeV18+/AF-GFP) was employed 
as a control. The experimental method is detailed in Example 6. 

20 Briefly, CV-1 cells were inoculated into a 96-well plate at a density 
of 2.5xl0 4 cells/well (100 fiL/well) , and then cultured. MEM 
supplemented with 10% FBS was used for the culture. After culturing 
for 24 hours, an SeV18+/AF-GFP, SeV18+/P8 6Lmut . AF-GFP or 
SeV18 + /P511Lmut.AF-GFP solution diluted with a 1% BSA-supplemented 

25 MEM was added in a volume of 5 |iL/well to affect infection. Six hours 
later, the viral solution-comprising medium was removed, and replaced 
with FBS-free MEM medium. Three days after infection, the culture 
supernatant was sampled, and subjected to quantification using a 
Cytotoxicity Detection Kit (Roche, Basel, Switzerland) according to 

30 kit instructions. SeV18 + /P86Lmut.AF-GFP and SeV18 + /P511Lmut.AF-GFP 
each exhibited a marked reduction in cytotoxicity compared to 

SeV18+/AF-GFP (Fig. 19). 

In the same experiment, GFP-positive cells were counted at 
certain time intervals. The number of positive cells was maintained 
35 in the CV-1 cells infected with each of the two vectors incorporating 
the SeV sequence for continuous infectivity in P and L (Fig. 20) . 
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CV-1 cells were susceptible to SeV infection-dependent cytotoxicity, 
and the infected cells readily peeled off. Cells infected with a 
vector which incorporated the SeV sequence for continuous inf ectivity 
in P and L, were satisfactorily maintained, strongly supporting the 
5 suggestion that these vectors reduce cytotoxicity. 

Fig. 21 shows fluorescence microscope photographs of the same 
infected (MOI=10) CV-1 cells, three and six days after infection. 
The number of cells infected with a vector incorporating the SeV 
sequence for continuous infectivity in P and L was large, and 
10 satisfactory conditions could also be verified visually. The 
proliferation of SeV18+/P511Lmut . AF-GFP-inf ected CV-1 cells was 
especially evident. These findings demonstrate that transducing the 
SeV sequence for continuous infectivity into P and L can potentially 
reduce SeV infection-dependent cytotoxicity. 

15 

[Example 13] Quantification of the expression of genes carried on 
the F-deficient SeV incorporating the SeV sequence for continuous 
infectivity in P/L 

The ability of SeV18 + /P86Lmut.AF-GFP and SeV18 + /P511Lmut.AF-GFP 

20 to reduce secondarily released particles and to reduce cytotoxicity 
may be attributable to reductions in transcription and replication 
in the initially identified mutant (reported reductions of 1/4 to 
1/8, and 1/2 to 1/3 respectively: Bossow, S. et al. r Negative Strand 
Viruses 2000, p. 157). Thus, reduced transcription and replication 

25 may, at the same time, lead to reduced expression of a comprised gene. 
Such a reduction, if large, may result in the loss of an advantageous 
property of the SeV vector. Accordingly, the SeV vector incorporating 
the SeV sequence for continuous infectivity in P/L was also transduced 
with an SEAP gene at the +18 position, and the SEAP expression level 

30 in infected cells was measured over time. 

The experimental method is detailed in Example. 5. Briefly, 
LLC-MK2 cells were infected with an SeV18+SEAP/AF-GFP, 
SeV18+SEAP/P86Lmut.AF-GFP or SeVl8+SEAP/P511Lmut.AF-GFP at MOI=10, 
and the culture supernatant was sequentially sampled (every 24 hours) . 

35 SEAP activity was measured using a Reporter Assay Kit-SEAP (Toyobo 
Co., Ltd., Osaka, Japan) according to kit instructions . SEAP activity 
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levels in all vectors were virtually the same (Fig. 22) . Thus, there 
was virtually no reduction in expression level, even when using a 
vector incorporating the SeV sequence for continuous infectivity in 
P/L. 

5 Each vector comprising an SEAP gene was also subjected to 

quantification of secondarily released particles from infected cells, 
and, as an index of cytotoxicity, quantification of LDH in the 
comprised cell culture supernatant.. The effect of the installed SEAP 
gene was strongly reflected in the level of secondarily released 

10 particles . Specifically, this level was reduced to about 1/10 in both 
vectors incorporating the SeV sequence for continuous infectivity 
in P/L (Fig. 23). Transducing mutations into P/L was judged to reflect 
better results. Reduction in cytotoxicity was similarly observed in 
both transduction of the SeV sequence for continuous infectivity into 

15 P/L, and in vectors without the SEAP gene (Fig. 24) . 

[Example 14] Construction of an F-deficient SeV genome cDNA comprising 
both a temperature sensitive mutation and a P/L mutation 

By combining the transduction of a temperature sensitive 

20 mutation into the M protein and HN protein, with the transduction 
of an SeV-derived continuous infectivity sequence into the P protein 
and L protein, the combined effect of reduction of secondarily released 
particles (and of cytotoxicity) may be greater than for each mutation 
acting alone. Accordingly, two F-deficient SeV vectors (Fig. 25: 

25 SeV18+/MtsHNtsP8 6Lmut. AF-GFP, SeV18+/MtsHNtsP511Lmut .AF-GFP) were 
constructed. These vectors comprised nine mutations in total, 
consisting of six temperature sensitive mutations (M: G69E, T116A 
and A183S; and HN: A2 62T, G2 64R and K4 61G) and three SeV-derived 
continuous infectivity mutations (P: E86K or L511F; and L: N1197S 

30 and K1795E) . 

The mutation transduction scheme is shown in Fig. 26. 
F-deficient Sendai virus vector genome cDNA comprising temperature 
sensitive mutation (pSeV18+/MtsHNts AF-GFP: see, Example 1) was 
digested with Sail and Nhel, and ligated to the P gene-comprising 

35 fragment (8931 bp) at the same site as Litmus38. This yielded 
LitmusSall/Nhelfrg MtsHNts . AF-GFP, which was then employed. 
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According to the method described in Example 1, the transduction of 
E86K mutation into the P gene employed the synthetic oligonucleotides 
comprising the sequences: 

5 1 -caagataatcgatcaggtAaAgagagtagagtctctgggag-3 ' / SEQ ID No: 23; and 
5 5 ' -ctcccagagactctactctcTtTacctgatcgattatcttg-3 1 /SEQ ID No: 24 . The 
L511F mutation transduction employed the synthetic oligonucleotides 
comprising ' the sequences: 

5 1 -ctcaaacgcatcacgtctcTtTccctccaaagagaagc-3 1 /SEQ ID No: 25; and 
5 1 -gcttctctttggagggAaAgagacgtgatgcgtttgag-3 ' /SEQ ID No: 26. After 

10 transducing these mutations, the plasmids (LitmusSall/Nhelf rg 
MtsHNts AF-GFP) , each comprising one mutation in the P gene, were 
digested with Sall/Nhel. The resultant 8294 bp fragment was ligated 
to the L gene-carrying fragment (8 931 bp), which was recovered by 
Sall/Nhel digestion of the plasmid comprising two mutations in the 

15 L gene (pSeV/ASallNhe.If rg-MCS) , constructed in Example 1. Finally, 
pSeV18 + /MtsHNtsP86Lmut.AF-GFP (comprising the temperature sensitive 
mutation, and the mutations P(E86K) and L (N1197S/K1795E) ) and 
pSeV18 + /MtsHNtsP511Lmut. AF-GFP (comprising the temperature sensitive 
mutation and the mutations P(L511F) and L (N1197S/K1795E) ) (commonly 

20 designated as pSeV18+/MtsHNtsPLmut AF-GFP) were constructed. 

A cDNA comprising the SEAP gene was constructed to measure the 
expression level of comprised genes. Specifically, NotI was used to 
cut out an 1638 bp SEAP fragment comprising a termination 
signal-intervening sequence-initiation signal downstream of the SEAP 

25 gene (WO00/70070) . This fragment was integrated into the NotI site 
at the +18 position of pSeV18+/MtsHNts P86Lmut . AF-GFP and 
pSeV18+/MtsHNts P511Lmut . AF-GFP, which were then designated as 
pSeV18+SEAP/MtsHNts P8 6Lmut. AF-GFP and pSeV18+SEAP/MtsHNts P511Lmut. 
AF-GFP, respectively. 

30 

[Example 15] Reconstruction and amplification of F-deficient SeV 
comprising both temperature resistant mutation and P/L mutation 

The virus was reconstructed in accordance with the method 
reported by Li et al. (Li, H.-O. et al., J. Virology 74, 6564-6569 
35 (2000), WO00/70070), the details of which are found in Example 2 of 
this specification. The titers of the respective viral solutions 
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prepared by this method were as follows: 8.6x10 GFP-CIU/mL for 
SeV18 + /MtsHNts P8 6 Lmut .AF-GFP ; 4 . 2xl0 8 GFP-CIU/mL for SeV18 + /MtsHNts 
P511Lmut.AF-GFP; 1.7xl0 8 GFP-CIU/mL for SeVl8+SEAP/MtsHNts P8 6Lmut. 
AF-GFP; and 1.7xl0 8 GFP-CIU/mL for SeV18+SEAP/MtsHNts P511Lmut.AF-GFP 
5 (GFP-CIU is defined as described in WO00/70070) . 

[Example 16] Quantification of secondarily released particles from 
F-deficient : SeV 'comprising bot:h temperature resistant mutation and 
P/L mutation 

10 Secondarily released particles were quantified by measuring HA 

activity using the culture supernatant of infected cells. 
Measurments for SeV18+/AF-GFP were also conducted at the same time. 
Experimental method is detailed in Example 4 and Example 11 above. 
Briefly, IxlO 7 ClU/ml or 3x 10 7 ClU/ml of each viral solution was added 

15 (100 jil/well) to LLC-MK2 cells grown to confluency on 6-well plates 
(each MOI=l or MOI=3) . Cells were then infected for one hour. The 
cells were washed with MEM and combined with 1 ml of serum-free MEM 
per well, and then cultured at 37°C. Sampling was carried out every 
day, and immediately after sampling, 1 ml of fresh serum-free MEM 

20 was added to the sample. Culturing and sampling were conducted over 
time . 

HA activity was measured according to the method of Kato et al. 
(Kato, A., et al., Genes Cell 1, 569-579 (1996)). Thus, the viral 
solution was serially diluted with PBS, making serial two-fold 50 

25 jil dilutions for each well of a 96-well round-bottomed plate. 50 |lx1 
of this solution was combined with 50 ^1 of preserved chicken blood 
diluted to 1% with a PBS (Cosmo Bio Co. Ltd. , Tokyo, Japan) , and allowed 
to stand at 4°C for one hour. Erythrocyte agglutination was examined, 
and, among agglutinated samples, HA activity was judged to be the 

30 highest dilution rate to achieve hemagglutination. 

When compared with cells infected with a non-mutant F-def icient 
SeV (SeV18+/AF-GFP) , for both MOI=l and MOI=3, secondarily released 
particle levels were reduced in cells infected with the F-deficient 
SeV vector comprising both the temperature resistant mutation and 

35 the P/L mutation (Fig. 27) . Secondarily released particles were 
especially reduced in SeV18+/MtsHNts PSllLmut .AF-GFP compared to 
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SeV18+/MtsHNts AF-GFP without P/L mutation, revealing an additive 
effect attributable to P/L mutation transduction. However, 
SeV18+/MtsHNts P8 6Lmut . AF-GFP exhibited increased secondarily 
released particle levels compared to SeV18+/MtsHNts AF-GFP, thus 
5 exhibiting no additive effect. From the point of view of reduction 
in secondarily released particles , SeV18 + /MtsHNts P511Lmut.AF-GFP was 
judged to be outstanding. 

•ML 

[Example 17] Cytotoxicity of F-deficient SeV comprising both 

10 temperature resistant mutation and P/L mutation 

Cytotoxicity was evaluated by utilizing CV-1 cells. The 
controls employed were an F-deficient SeV comprising no mutation 
transduced into P/L (SeV18+/AF-GFP) ; and two types of SeV, one 
comprising only a temperature sensitive mutation (SeV18+/MtsHNts 

15 AF-GFP), and the other comprising only a P/L mutation (SeV18+/P511Lmut. 
AF-GFP, SeV18 + /P8 6Lmut.AF-GFP) . The experimental method is detailed 
in Example 6 and Example 12. Briefly, CV-1 cells were inoculated into 
a 96-well plate at a density of 2 . 5x 10 4 cells/well (100 jiL/well) , 
and then cultured. The culture used MEM supplemented with 10% FBS . 

20 After 24 hours of culture, an SeV18+/AF-GFP, SeV18+/MtsHNts P86Lmut. 
AF-GFP or SeVl8+/MtsHNts P511Lmut.AF-GFP solution diluted with 1% 
BSA-supplemented MEM was added in a volume of 5 |iL/well to affect 
infection. Six hours later, medium comprising the virus solution was 
removed, and replaced with FBS-free MEM medium. Three days after 

25 infection, the culture supernatant was sampled, and subjected to 
quantification using a Cytotoxicity Detection Kit (Roche, Basel, 
Switzerland) according to kit instructions. Transduction of the 
temperature sensitive mutation (in SeV18+/MtsHNts. AF-GFP) reduced 
cytotoxicity to some extent, and transduction of the P/L mutation 

30 (in SeV18 + /P86Lmut.AF-GFP and SeV18 + /P51lLmut.AF-GFP) also resulted 
in a similar reduction in cytotoxicity. The combination of both (in 
SeV18+/MtsHNts P8 6Lmut .AF-GFP and SeV18 + /MtsHNts P511Lmut .AF-GFP) 
resulted in an additive effect, leading to a marked reduction in 
cytotoxicity (Fig. 28) . 

35 



[Example 18] Quantification of expression of the genes comprised in 
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F-deficient SeV comprising both temperature resistant mutation and 
P/L mutation 

Both SeV18 + /MtsHNts P8 6Lmut.AF-GFP and SeV18 + /MtsHNts PSllLmut. 
AF-GFP were also transduced with the SEAP gene at the +18 position, 
5 and SEAP expression level in infected cells was measured over time. 

The experimental method is detailed in Example 5 and Example 
13. Briefly, the LLC-MK2 cells were infected with SeV18+SEAP/AF-GFP, 
SeV18+SEAE/MtsHNts P86Lmut. AF-GFP or SeV18+SEAP/MtsHNts PSllLmut. 
AF-GFP at M0I=1 or M0I=3, and the culture supernatant was sampled 

10 over time (every 24 hours) . SEAP activity was examined using a 
Reporter Assay Kit-SEAP (Toyobo Co. Ltd./ Osaka, Japan) according 
to kit instructions. While a slight reduction in the expression level 
during the early stages of infection was noted, SEAP activity was 
almost similar for all vectors (Fig. 29) . Thus, it was judged that 

15 there was almost no reduction in expression level, even when using 
the vector comprising both temperature resistant mutation and P/L 
mutation. 

As an index of cytotoxicity, each vector comprising the SEAP 
gene was also subjected to LDH quantification in the infected cell 
20 culture supernatant. Similar to vectors without the SEAP gene, the 
transduction of both the temperature resistant mutation and the P/L 
mutation resulted in a marked reduction in cytotoxicity (Fig. 30) . 

[Example 19] Construction of the genomic cDNA of M gene-deficient 

25 SeV comprising the EGFP gene 

This construction used the full-length genomic cDNA of 
M-deficient SeV, which is M gene-deficient (pSeV18+/AM: WO00/09700) . 
The construction scheme is shown in Fig. 31 . The BstEII fragment (2098 
bp) comprising the M-deficient site of pSeV18+/AM was subcloned to 

30 the BstEII site of pSE280 (pSE-BstEIIf rg construction) . The EcoRV 
recognition site at this pSE280 site had been deleted by previous 
digestion with Sall/Xhol followed by ligation (Invitrogen, Groningen, 
Netherlands) . pEGFP comprising the GFP gene (TOYOBO, Osaka, Japan) 
was digested using Acc65I and EcoRI, and the 5' -end of the digest 

35 was blunted by filling in using a DNA blunting Kit (Takara, Kyoto, 
Japan) . The blunted fragment was then subcloned into the 
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pSE-BstEIIf rg, which had been digested with EcoRV and treated with 
BAP (TOYOBO, Osaka, Japan) . This BstEII fragment, comprising the EGFP 
gene, was returned to the original pSeV18+/AM to construct the M 
gene-deficient SeV genomic cDNA (pSeV18+/AM-GFP) , comprising the EGFP 
5 gene at the M-deficient site. 

[Example 20] Construction of SeV genomic cDNA deficient in the M and 
F genes . * , ' - 

The construction scheme described below is shown in Fig. 32. The 

10 M gene was deleted using pBlueNaelf rg-AFGFP, which was constructed 
by subcloning an Nael fragment (4922 bp) of the F-deficient Sendai 
virus full-length genomic cDNA comprising the EGFP gene at the F 
gene-deficient site (pSeV18 + /AF-GFP : Li, H.-O. et al., J. Virology 
74, 6564-6569 (2000), WO00/70070), to the EcoRV site of pBluescript 

15 II (Stratagene, La Jolla, CA) . Deletion was designed so as to excise 
the M gene using the ApaLI site directly behind it . That is, the ApaLI 
recognition site was inserted right behind the P gene, so that the 
fragment to be excised became 6n. Mutagenesis was performed using 
the QuikChange™ Site-Directed Mutagenesis Kit (Stratagene, La Jolla, 

20 CA) according to kit method. The synthetic oligonucleotide sequences 
used for the mutagenesis were 

5' -agagtcactgaccaactagatcgtgcacgaggcatcctaccatcctca-3' / SEQ ID NO: 
27 and 5' -tgaggatggtaggatgcctcgtgcacgatctagttggtcagtgactct-3' /SEQ 
ID NO: 28. After mutagenesis, the resulting mutant cDNA was partially 

25 digested using ApaLI (at 37°C for five minutes), recovered using a 
QIAquick PCR Purification Kit (QIAGEN, Bothell, WA) , and then ligated 
as it was. The DNA was again recovered using the QIAquick PCR 
Purification Kit, digested with BsmI and StuI, and used to transform 
DH5a to prepare the M gene-deficient (and F gene-deficient) DNA 

30 (pBlueNaelf rg-AMAFGFP) . 

pBlueNaelf rg-AMAFGFP deficient in the M gene (and F gene) was 
digested with Sail and ApaLI to recover the 14 8 0 bp fragment comprising 
the M gene-deficient site. pSeV18+/AF-GFP was digested with 
ApaLI/Nhel to recover the HN gene-comprising fragment (6287 bp), and 

35 these two fragments were subcloned into the Sall/Nhel site of Litmus 
38 (New England Biolabs, Beverly, MA) (LitmusSall/Nhelf rg-AMAFGFP 
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construction) . The 7767 bp fragment recovered by digesting 
LitmusSall/Nhelfrg-AMAFGFP with Sall/Nhel was ligated to another 
fragment (82 94 bp) obtained by digesting pSeV18+/AF-GFP with 
Sall/Nhel, that did not comprise genes such as the M and HN genes. 
5 In this way an M- and F-deficient Sendai virus full-length genome 
cDNA comprising the EGFP gene at the deficient site (pSeV18 + /AMAF-GFP) 
was constructed. Structures of the M-deficient (and M- and 
F-deficient) viruses thus constructed are shown in Fig. 33. 

10 [Example 21] Preparation of helper cells expressing SeV-F and SeV-M 
proteins 

To prepare helper cells expressing M protein (and F protein) , the 
Cre/loxP expression induction system was used. This system uses a 
.plasmid, pCALNdLw, which is designed to induce the expression of gene 

15 products using Cre DNA recombinase (Arai, T. et al. f J. Virol. 72: 
1115-1121 (1988) ) . This system was also employed for the preparation 
of helper cells (LLC-MK2/F7 cells) for the F protein (Li, H.-O. et 
al., J. Virology 74, 6564-6569 (2000), WO00/70070) . 
<1> Construction of M gene-expressing plasmids 

20 To prepare helper cells which induce the simultaneous expression 
of F and M proteins, the above-described LLC-MK2/F7 cells were used 
to transfer the M gene to these cells using the above-mentioned system. 
Since the pCALNdLw/F used in the transfer of the F gene contained 
the neomycin resistance gene, it was essential to insert a different 

25 drug resistance gene to enable use of the same cells. Therefore, 
according to the scheme described in Fig. 34, the neomycin resistance 
gene of the M gene-comprising plasmid (pCALNdLw/M: the M gene was 
inserted at the Swal site of pCALNdLw) was replaced with the hygromycin 
resistance gene. That is, after pCALNdLw/M was digested with Hindi 

30 and EcoT22I, an M gene-comprising fragment (4737 bp) was isolated 
by electrophoresis on agarose, and the corresponding band was excised 
and recovered using the QIAEXII Gel Extraction System. At the same 
time, pCALNdLw/M was digested with Xhol to recover a fragment that 
did not comprise the neomycin resistance gene (5941 bp), and then 

35 further digested with Hindi to recover a 1779 bp fragment. The 
hygromycin resistance gene was prepared by performing PCR using 
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pcDNA3 . lhygro (+) (Invitrogen, Groningen, Netherlands) as the 
template and the following pair of primers: hygro-5' 
(5' -tctcgagtcgctcggtacgatgaaaaagcctgaactcaccgcgacgtctgtcgag-3' / 
SEQ ID NO: 29) and hygro-3' 

5 (5' -aatgcatgatcagtaaattacaatgaacatcgaaccccagagtcccgcctattcctttgc 
cctcggacgagtgctggggcgtc-3' ) /SEQ ID NO: 30). The PCR product was 
recovered using the QIAquick PCR Purification Kit, and then digested 
using Xhol and EcoT22l. pCALNdLw-hygroM was constructed by ligating 
these three fragments. 

10 <2> Cloning of helper cells which induce the expression of SeV-M (and 
SeV-F) protein (s) 

Transfection was performed using the Superfect Transfection 
Reagent by the method described in the Reagent' s protocol . LLC-MK2/F7 
cells were plated on 60 mm diameter Petri dishes at 5xl0 5 cells/dish, 

15 and then cultured in D-MEM containing 10% FBS for 24 hours. 
pCALNdLw-hygroM (5 jwg) was diluted in D-MEM containing neither FBS 
nor antibiotics (150 \xl in total) . This mixture was stirred, 30 jil 
of the Superfect Transfection Reagent was added, and the mixture was 
stirred again. After standing at room temperature for ten minutes, 

20 D-MEM containing 10% FBS (1 ml) was added. The transfection mixture 
thus prepared was stirred, and added to LLC-MK2/F7 cells which had 
been washed once with PBS . After three hours of culture in an incubator 
at 37 °C and in 5% C0 2 atmosphere, the transfection mixture was removed, 
and the cells were washed three times with PBS. D-MEM containing 10% 

25 FBS (5 ml) was added to the cells, which were then cultured for 24 
hours. After culture, the cells were detached using trypsin, plated 
onto a 96-well plate at a dilution of about 5 cells/well, and cultured 
in D-MEM containing 10% FBS supplemented with 150 jig/ml hygromycin 
(Gibco-BRL, Rockville, MD) for about two weeks. Clones propagated 

30 from a single cell were cultured to expand to a 6-well plate culture. 
A total of 130 clones were thus prepared, and were analyzed as detailed 
below. 

<3> Analysis of helper cell clones which induce the expression of 
SeV-M (and SeV-F) protein (s) 
35 Western-blotting was used to semi-quantitatively analyze M 

protein expression in the 130 clones obtained as detailed above. Each 
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clone was plated onto a 6-well plate, and, when in a state of near 
confluence, infected at M0I=5 with a recombinant adenovirus 
expressing Cre DNA recombinase (AxCANCre) diluted in MEM containing 
5% FBS, according to the method of Saito et al. (Saito, I. et al. f 
5 Nucl. Acid. Res. 23, 3816-3821 (1995); Arai, T. et al., J. Virol. 
72, 1115-1121 (1998)). After culturing at 32°C for two days, the 
culture supernatant was removed. The cells were washed once with PBS, 
and recovered by detachment using a scraper. SDS-PAGE was performed 
by applying 1/10 of the cells thus recovered per lane, and then 

10 Western-Blotting, was carried out using anti-M protein antibody, 
according to the method described in Examples 3 and 4. Of the 130 
clones, those showing relatively high M protein expression levels 
were also analyzed by Western-blotting using the anti-F protein 
antibody (f236: Segawa, H. etal., J. Biochem. 123, 1064-1072 (1998)). 

15 Both results are described in Fig. 35. 

[Example 22] Reconstitution of M gene-deficient SeV virus 

Reconstitution of M gene-deficient SeV (SeV18+/AM-GFP) was 
carried out in conjunction with assessment of the clones described 

20 in Example 21. That is, P0 lysate of SeV18+/AM-GFP was added to each 
clone, and whether or not GFP protein spread was observed (whether 
or not the trans-supply of M protein was achieved) was examined. P0 
lysate was prepared according to the method described in Example 2, 
as follows: LLC-MK2 cells were plated on 100-mm diameter Petri dishes 

25 at 5xl0 6 cells/dish, cultured for 24 hours, and then infected at MOI=2 
with PLWUV-VacT7 at room temperature for one hour. Plasmids 
pSeV18+/AM-GFP, pGEM/NP, pGEM/P, pGEM/L, pGEM/F-HN and pGEM/M were 
suspended in Opti-MEM at weight ratios of 12 \xg, 4 |ig, 2 jig, 4 jig, 
4 fig and 4 |j.g/dish, respectively. To these suspensions, the equivalent 

30 of 1 jig DNA/ 5 ^1 of SuperFect transf ection reagent was added and mixed. 
The mixture was allowed to stand at room temperature for 15 minutes, 
and finally added to 3 ml of Opti-MEM containing 3% FBS. This mixture 
was added to the cells, which were then cultured. After culturing 
for five hours, the cells were washed twice with serum-free MEM, and 

35 cultured in MEM containing 40 |ig/ml AraC and 7.5 |ig/ml trypsin. After 
24 hours of culture, LLC-MK2/F7/A cells were layered at 8.5xl0 6 
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cells/dish, and further cultured in MEM containing 40 \xg/ml AraC and 
7.5 ng/ml trypsin at 37 °C for two days. These cells were recovered, 
the pellet was suspended in 2 ml/dish Opti-MEM, and P0 lysate was 
prepared by repeating three cycles of freezing and thawing. At the 
5 same time, ten different clones were plated on 24-well plates. When 
nearly confluent, they were infected with AxCANCre at MOI=5, and 
cultured at 32 °C for two days. These cells were transfected with P0 
lysate of SeV18 + /AM-GFP at 200 (al/well, and cultured using serum-free 
MEM containing 40 |ug/ml AraC and 7 . 5 fig/ml trypsin at 32 °C. GFP protein 

10 spread due to SeV18+/AM-GFP was observed in clones #18 and #62 (Fig. 
36) . This spread was especially rapid in clone #62, which was used 
in subsequent experiments. Hereafter, these cells prior to induction 
with AxCANCre are referred to as LLC-MK2/F7/M62 . After induction, 
cells which continuously express F and M proteins are referred to 

15 as LLC-MK2/F7/M62/A. Preparation of SeV18+/AM-GFP cells was 
continued using LLC-MK2/F7/M62/A cells . Six days after P2 infection, 
9.5xl0 7 GFP-CIU viruses were prepared. Five days after P4 infection, 
3.7xl0 7 GFP-CIU viruses were prepared. 

It is thought that, in this experiment, recovery of the 

20 SeV18 + /AM-GFP virus became possible after the modification indicated 
in Example 3 (e.g., culturing at 32°C after the PI stage). In 
SeV18+/AM-GFP, in trans supply of M protein from expression cells 
(LLC-MK2/F7/M62/A) is thought to be a cause, however, spread was 
extremely slow, and was finally observed seven days after PI infection 

25 (Fig. 36) . Thus, also in viral reconstitution experiments, 
"culturing at 32 °C after the PI stage" is supported as being very 
effective in reconstituting SeV which has inefficient 
transcription-replication or poor ability to form infectious virions . 

30 [Example 23] Productivity of an M gene-deficient virus 

The productivity of this virus was also investigated. 

LLC-MK2/F7/M62/A cells were plated on 6-well plates and cultured at 

37°C. When the cells were nearly confluent, they were shifted to 32 °C. 

One day later, these cells were infected at MOI=0 . 5 with SeV18+/AM-GFP . 
35 The culture supernatant was recovered over time, and replaced with 

fresh medium. Supernatants thus recovered were assayed for CIU and 
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HAU. Most viruses were recovered four to six days after infection 
(Fig. 37) . HAU was maintained for six or more days after infection, 
however cytotoxicity was strongly exhibited at this point, indicating 
the cause was not HA protein originating in viral particles, but rather 
5 the activity of HA protein free or bound to cell debris. Therefore 
for virus collection, the culture supernatant should be recovered 
by the fifth day after infection. 

[Example 24] Structural confirmation of M gene-deficient SeV 

10 SeV18+/AM-GFP' s viral genes were confirmed by RT-PCR, and the 

viral proteins by Western-blotting. In RT-PCR, the P2 stage virus 
. six days after infection was used. QIAamp Viral RNA Mini Kit (QIAGEN, 
Bothell, WA) was used in the recovery of RNA from the viral solution. 
Thermoscript RT-PCR System (Gibco-BRL, Rockville, MD) was used to 

15 prepare the cDNA. Both systems were performed using kit protocol 
methods. The random hexamer supplied with the kit was used as the 
primer for cDNA preparation. To confirm that the product was formed 
starting from RNA, RT-PCR was performed in the presence or absence 
of reverse transcriptase. PGR was performed with the above-prepared 

20 cDNA as the template, using two pairs of primers: one combination 
of F3593 (5' -ccaatctaccatcagcatcagc-3' /SEQ ID NO: 31) on the P gene 
and R4993 (5' -ttcccttcatcgactatgacc-3' /SEQ ID NO: 32) on the F gene, 
and another combination of F3208 (5' -agagaacaagactaaggctacc-3' /SEQ 
ID NO: 33) on the P gene and R4993 . As expected from the gene structure 

25 of SeV18+/AM-GFP, amplifications of 1073 bp and 1458 bp DNAs were 
observed from the former and latter combinations respectively (Fig. 
38). Where reverse transcriptase was omitted (RT-) , gene 
amplification did not occur. Where the M gene was inserted instead 
of the GFP gene (pSeVl8+GFP) , 1400 bp and 1785 bp DNAs were amplified 

30 respectively. These DNAs are clearly different in size from those 
described above, supporting the fact that this virus is M 
gene-deficient in structure. 

Protein confirmation was performed using Western- blotting. 
LLC-MK2 cells were infected at MOI=3 with SeV18+/AM-GFP, 

35 SeV18+/AF-GFP and SeV18+GFP, respectively, and the culture 
supernatant and cells were recovered three days after infection. The 
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culture supernatant was centrifuged at 48,000 g for 45 minutes to 
recover viral proteins. After SDS-PAGE, Western-blotting was 
performed to detect proteins using anti-M protein antibody, anti-F 
protein antibody, and DN-1 antibody (rabbit polyclonal) which mainly 
5 detects NP protein, according to the method described in Examples 
3 and 4. In cells infected with SeV18+/AM-GFP, M protein was not 
detected while F or NP protein was observed. Therefore this virus 
was also confirmed to have the SeV18+/AM-GFP structure from the point 
of view of proteins (Fig. 39) . F protein was not observed in cells 
10 infected with SeV18+/AF-GFP, [{ while all viral proteins examined were 
detected in cells infected with SeV18+GFP. In addition, very little 
NP protein was observed in the culture supernatant in the case of 
infection with SeV18+/AM-GFP, indicating that there were no or very 
few secondarily released particles. 

15 

[Example 25] Quantitative analysis concerning the presence or absence 
of secondarily released particles of M gene-deficient SeV 

As described in Example 24, LLK-MK2 cells were infected with 
SeV18+/AM-GFP at MOI=3, the culture supernatant was recovered three 

20 days after infection, filtered through an 0 . 45 (impore diameter filter, 
and. then centrifuged at 48,000 g for 45 minutes to recover viral 
proteins. Western-blotting was then used to semi-quantitatively 
detect viral proteins in the culture supernatant. Samples similarly 
prepared from cells infected with SeV18+/AF-GFP were used as the 

25 control. Serial dilutions of respective samples were prepared and 
subjected to Western-blotting to detect proteins using the DN-1 
antibody (primarily recognizing NP protein) . The viral protein level 
in the culture supernatant of cells infected with SeV18+/AM-GFP was 
estimated to be about 1/100 that of cells infected with SeV18+/AF-GFP 

30 (Fig. 40) . Sample HA activities were 64 HAU for SeVl8+/AF-GFP, 
compared to less than 2 HAU for SeV18+/AM-GFP . 

Time courses were examined for the same experiments. That is, 
LLC-MK2 cells were infected at MOI=3 with SeV18+/AM-GFP, and the 
culture supernatant was recovered over time (every day) to measure 

35 HA activity (Fig. 41) . Four days or more after infection, slight HA 
activity was detected. However, measurements of LDH activity, an 
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indicator of cytotoxicity, revealed clear cytotoxicity four or more 
days after infection in the SeV18 + /AM-GFP-inf ected cells (Fig. 42) . 
This indicated the strong possibility that elevated HA activity was 
not due to VLPs, but to the activity of HA protein bound to or free 
5 from cell debris . Furthermore, the culture supernatant obtained five 
days after infection was examined using Dosper Liposomal Transf ection 
Reagent, a cationic liposome (Roche, Basel, Switzerland) . The 
culture supernatant (100 jal) was mixed with Dosper (12.5 , allowed 
to stand at room temperature for ten minutes, and then transf ected 

10 to LLC-MK2 cells cultured to confluericy on 6-well plates. Inspection 
under a fluorescence microscope two days after transfection revealed 
that many GFP-positive cells were observed in the supernatant of cells 
infected with SeV18+/AF-GFP which contained secondarily released 
particles, while very few or almost no GFP-positive cells were observed 

15 in the supernatant of cells infected with SeV18 + /AM-GFP (Fig. 43) . 
From the above results, the secondary release of particles was 
concluded to be almost completely suppressed by M protein deficiency. 

[Example 26] Reconstitution of SeV deficient in both F and M genes 

20 Reconstitution of SeV deficient in both F and M genes 

(SeV18+/AMAF-GFP) was performed by the same method used for the 
reconstitution of SeV18+/AM-GFP, as described in Example 22. That 
is, LLC-MK2 cells were plated on 100-mm diameter Petri dishes at 5xl0 6 
cells/dish, cultured for 24 hours, and then infected at MOI=2 with 

25 PLWUV-VacT7 at room temperature for one hour. Plasmids 
pSeV18+/AMAF-GFP, pGEM/NP, pGEM/P, pGEM/L, pGEM/F-HN and pGEM/M were 
suspended in Opti-MEM at weight ratios of 12 jig, 4 |ig, 2 jag, 4 \xq, 
4 jag and 4 (ig/dish, respectively. One jig DNA/5 \xl equivalent of 
Super Feet transfection reagent were added to the suspension and mixed. 

30 The mixture was allowed to stand at room temperature for 15 minutes 
before 3 ml of Opti-MEM containing 3% FBS was added. The mixture was 
added to the cells after washing with serum-free MEM, and the cells 
were cultured. After five hours of culture, the cells were washed 
twice with serum-free MEM, and cultured in MEM containing 40 ng/ml 

35 AraC - and 7.5 ]ug/ml trypsin. After culturing for 24 hours, 
LLC-MK2/F7/M62/A cells were layered at 8 . 5x 10 6 cells/dish, and 
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further cultured in MEM containing 40 jig /ml AraC and 7.5 jag/ml trypsin 
at 37 °C for two days. These cells were recovered, the pellet was 
suspended in 2 ml/dish of Opti-MEM, and P0 lysate was prepared by 
repeating three cycles of freezing and thawing. Meanwhile, 
5 LLC-MK2/F7/M62/A cells were plated on 24-well plates until nearly 
confluent, and then moved to 32 °C, and cultured for one day. Cells 
thus prepared were transfected with P0 lysate of SeV18+/AMAF-GFP at 
200 jjl/well, and cultured using serum-free MEM containing 40 jig/ml 
AraC and 7.5 fig /ml trypsin at 32°C. With P0, well spread GFP positive 

10 cells were observed. In the case of PI, spread of GFP positive cells 
was also observed, ' although very weak (Fig. 44). However, viral 
solution comprising a detectable titer could not be recovered. Where 
LLC-MK2/F7/M62/A cells were infected with SeV18+/AF-GFP or 
SeV18+/AM-GFP, the smooth spread of GFP positive cells was observed 

15 for both viruses (Fig. 45) . Cells expressing both F and M 
(LLC-MK2/F7/M62/A cells) were infected with SeV18+/AF-GFP or 
SeV18+/AM-GFP at MOI=0 . 5 . Sampling was carried out three and six days 
later. Samples were mixed with 1/6.5 volume of 7.5 % BSA (final 
concentration=l%) and stored. Vector productivity was investigated 

20 by measuring titers . As a result, SeV18 + /AF-GFP was recovered as viral 
solution of 10 8 or more GFP-CIU/ml and SeV18+/AM-GFP was recovered 
as viral solution of 10 7 or more GFP-CIU/ml (Table 1) . Thus, these 
results indicate that both M and F proteins can be successfully 
supplied in trans. 

25 





Table 


1 




3 days after 


6 days after 




infection 


infection 


SeV18+/AF-GFP 


1.0x10 s 


1.7x10 s 


SeV18+/AM-GFP 


l.OxlO 7 


3.6xl0 7 GFP-CIU/ml 



[Example 27] Improvement in helper cells expressing SeV-F and M 
30 proteins 

When using the M/F-expressing LLC-MK2/F7/M62/A helper cells, 
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M/F double-deficient SeV (SeV18 + /AMAF-GFP) viral particles could not 
be recovered. However, F-deficient SeV (SeV18+/AF-GFP) and 
M-deficient SeV (SeV18+/AM-GFP) could be both reconstructed and 
produced. Therefore, M and F protein trans-supply , as a basic ability 
5 of the Cre/loxP expression-inducing system utilizing the same helper 
cells, was considered to be sufficiently possible. Thus, the use of 
the Cre/loxP expression-inducing system was judged effective, and 
further increases in the levels of M and F proteins expressed using 
this system was judged to be required in order to enable reconstruction 

10 of the M/F double-deficient SeV. 

<1> Construction of a M and F-expressing plasmid 

To improve the helper cells that simultaneously induce the 
expression of M and F proteins, the above-described system was used 
to re-transduce M and F genes into above-described LLC-MK2/F7/M62 

15 cells (produced earlier) . Since the pCALNdLw/F used to transduce the 
F gene comprised a neomycin resistant gene, and the pCALNdLw/hygroM 
used to transduce the M gene comprised a hygromycin resistant gene, 
different resistance genes needed to be transduced in order to use 
these cells. Accordingly, the neomycin resistant gene of the F 

20 gene-comprising plasmid (pCALNdLw/F: M gene transduced into the Swal 
site of pCALNdLw) was replaced with a zeocin resistant gene, in 
accordance with the scheme shown in Fig. 46. Thus, the pCALNdLw/F 
was digested with Spel and EcoT22I, an F gene-comprising fragment 
(5477 bp) was separated using agarose electrophoresis, and the 

25 relevant band was cut out and recovered using a QIAEXII Gel Extraction 
System. At the same time, pCALNdLw/F was cleaved with Xhol, and a 
fragment without the neomycin resistant gene (6663 bp) was recovered, 
and then further cleaved with Spel to recover a 17 61 bp fragment. 
The zeocin resistant gene was prepared as follows: PCR was carried 

30 out using pcDNA3 . lZeo (+) ( Invitrogen, Groningen, Netherlands) as a 
template and two primers, zeo-5 f (5'- 

TCTCGAGTCGCTCGGTACGatggccaagttgaccagtgccgttccggtgctcac-3 ' /SEQ ID 
No: 34) ; and zeo-3' (5 ? - 

AATGCAT GATCAGTAAATTACAATGAACATCGAACCCCAGAGTCCCGCtcagtcctgctcctcg 

35 gccacgaagtgcacgcagttg-3 1 /SEQ ID NO: 35) . The amplification product 
was recovered using a QIAquick PCR Purification Kit, and digested 
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with Xhol and EcoT22l. These three fragments were then ligated to 
prepare pCALNdLw- zeoF . An Xhol fragment was then used to recombine 
the drug resistant gene-comprising fragment, and the pCALNdLw-zeoM 
gene was constructed. 
5 <2> Cloning of helper cells 

Transfection was conducted according to the method described 
in the protocol using a Lipof ectAMINE PLUS reagent (Invitrogen Corp., 
Groningen, Netherlands) . Thus, the following procedures were 
performed: The LLC-MK2 /F7/M62 cells were inoculated to 60 mm petri 

10 dishes at a density of 5xl0 5 cells/dish, and cultured in 10% 
FBS-comprising D-MEM for 24 hours. Each 1 jig (2 (ig in total) of the 
pCALNdLw-zeoF and pCALNdLw-zeoM was diluted in FBS- and 
antibiotic-free D-MEM (242 ^iL in total), agitated, combined with 8 
|il of a Lipof ectAMINE PLUS reagent, re-agitated, and allowed to stand 

15 at room temperature for 15 minutes. Subsequently, 12 (iL of the 
Lipof ectAMINE reagent diluted preliminarily with an FBS- and 
antibiotic-free D-MEM (250 jiL in total) was added, and the mixture 
was allowed to stand at room temperature for 15 minutes . Subsequently, 
2 ml of the FBS- and antibiotic-free D-MEM was added and agitated. 

20 This transfection mixture was added to the LLC-MK2/F7/M62 cells, which 
had been washed once with PBS. After culturing in a 37°C in 5% C0 2 
incubator for three hours, 2.5 ml of 20% FBS-containing D-MEM was 
added without removing the transfection mixture . After culturing for 
24 hours, the cells were scraped using trypsin, dispensed to a 96-well 

25 plate at a density of about 5 cells/well or 25 cells/well, and cultured 
for about two weeks in 500 |ig/mL zeocin (Gibco-BRL, Rockville, 
MD) -containing 10% FBS-supplemented D-MEM. Clones spreading from a 
single cell were propagated up to 6-well plates. A total of 98 clones 
thus prepared were analyzed. 

30 The resultant 98 clones were semi-quantitatively examined for 

M and F protein expression levels using Western-blotting. Each clone 
was inoculated into a 12-well plate, and when almost confluent, was 
infected with a Cre DNA recombinase-expressing recombinant adenovirus 
(AxCANCre), diluted with a 5% FBS-containing MEM at MOI=5 using the 

35 method of Saito et al. (Saito, I. et al. , Nucl. Acid. Res. 23, 3816-3821 
(1995); and Arai, T. et al., J- Virol. 72, 1115-1121 (1998)). After 
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culturing at 32°C for two days, the culture supernatant was removed. 
The cells were washed once with PBS, and recovered by scraping with 
a cell scraper. A 1/5 volume aliquot was applied per lane, subjected 
to SDS-PAGE, and then Western blotting using an anti-M antibody and 
5 an anti-F antibody (f236: Segawa, H. etal., J. Biochem. 123, 1064-1072 
(1998)). The results of nine clones of about 98 evaluated are 
indicated in Fig. 47. 

[Example 28] Recbnstitution of M/F double-deficient SeV (2) 

10 The reconstitution of M/F double-deficient SeV 

(SeV18+/AMAF-GFP) was conducted in conjunction with the evaluation 
of the clones described in Example 27. Thus, the possibility of 
reconstitution was evaluated using P0 Lysate (lysate of the 
transfected cells) of the M/F double-deficient SeV reconstitution, . 

15 P0 lysate was prepared as described below, in a method analogous to 
that described in Example 2. LLC-MK2 cells were inoculated at a 
density of 5xl0 6 cells/dish to a 100 mm petri dish, cultured for 24 
hours, and then infected with aPLWUV-VacT7 at room temperature for 
one hour (MOI=2) . After washing with serum-free MEM, the plasmids 

20 pSeV18 + /AMAF-GFP, pGEM/NP, pGEM/P, pGEM/L, pGEM/F-HN and pGEM/M were 
suspended in Opti-MEM in the ratios of 12 \iq, 4 |ig, 2 ^ig, 4 jug, 4 \iq 
and 4 jig/dish, respectively. SuperFect transfection reagent was 
added at a concentration of 5 jiL reagent to 1 jig DNA. The samples 
were mixed, allowed to stand at room temperature for 15 minutes, and 

25 finally combined with 3 ml of a 3% FBS-containing Opti-MEM. The 
mixture was added to the cells, and they were cultured for five hours. 
The cells were then washed twice with serum-free MEM, and cultured 
in MEM containing 40 |ng/mL AraC and 7 . 5 )ag/mL Trypsin . After culturing 
for 24 hours, 8 . 5x 10 6 cells/dish were overlaid with LLC-MK2/F7/A, 

30 and cultured for a further two days at 37°C in MEM containing 40 ng/mL 
AraC and 7.5 ^ig/mL Trypsin. These cells were recovered, the pellet 
was suspended in 2 ml/dish of Opti-MEM, and then frozen and thawed 
three times repeatedly, thus preparing P0 lysate. Meanwhile, freshly 
cloned cells were inoculated to a 24-well plate . When nearly confluent, 

35 these cells were infected with AxCANCre at MOI=5, and then cultured 
at 32°C for two days. The resultant cells were transfected with 200 
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111 /we 11 of the P0 lysate of SeV18+/AMAF-GFP, and cultured in serum-free 
MEM comprising 4 0 |ig/mL AraC and 7.5 ^ig/mL Trypsin at 32°C. Twenty 
clones of those evaluated exhibited GFP protein spread, and M/F 
double-deficient SeVs were successfully recovered. Reconstitution 
5 conditions for several of these clones are indicated (Fig. 48) . 
However, in clone #33 (LLC-MK2/F7/M62/#33) , 10 8 GFP-CIU/mL or more 
infected viral particles were recovered at the p3 stage (the third 
subculture) . Therefore, clone #33 was regarded as an extremely 
promising cell for production. Transduction of LLC-MK2/F7/M62 cells 

10 with both M and-F genes resulted in the preparation cells enabling 
high yield recovery of M/F double-deficient SeV. These findings 
suggest that expression is extremely satisfactory at the 
LLC-MK2/F7/M62 cell stage, and slightly upregulated in both M/F 
proteins (via transduction of both the M and F genes), enabling 

15 recovery of the M/F double-deficient SeV. 

[Example 2 9] Ability to produce M/F double-deficient SeV 

This virus was also examined from the point of view of ease of 
production. LLC-MK2/F7/M62/#33 were inoculated in a 6-well plate, 

20 and cultured at 37°C. When nearly confluent, the cells were infected 
with AxCANCre at MOI=5 (LLC-MK2/F7/M62/#33/A) , and cultured at 32°C 
for two days. The cells were then infected with SeV18+/AMAF-GFP at 
MOI=0.5, and culture supernatant was recovered over time as fresh 
medium was added. The recovered supernatant was examined for CIU and 

25 HAU . Two days and beyond after infection, the virus was recovered 
continuously at 10 8 CIU/mL or more (Fig. 49) . Virus production was 
considered efficient because changes in CIU and HAU occurred in 
parallel, and most of the produced particles were infectious. 

30 [Example 30] Structural confirmation of M/F double-deficient SeV 
The SeV18+/AMAF-GFP viral gene was confirmed by RT-PCR, and the 
viral proteins were confirmed using Western-blotting. In RT-PCR, the 
virus at the P2 stage five days after infection (P2d5) was used. A 
QIAamp Viral RNA Mini Kit (QIAGEN, Bothell, WA) was used to recover 

35 RNA from the viral solution. A Superscript One-Step RT-PCR System 
(Gibco-BRL, Rockville, MD) was utilized in the cDNA preparation . Both 
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systems were used according to methods described in the protocols 
attached thereto. Two combinations of primers were used in PCRs for 
cDNA preparation and RT-PCR: the combination of F3208 on the P gene 
(5 ? -agagaacaagactaaggctacc-3 ' /SEQ ID No: 33) and GFP-RV on the GFP 
5 gene (5 1 -cagatgaacttcagggtcagcttg-3 1 /SEQ ID No: 36); and the 
combination of this same F3208, and R6823 on the HN gene 
(5 1 -tgggtgaatgagagaatcagc-3 1 /SEQ ID No: 37) . As predicted from the 
gene structure of the SeV18+/AMAF-GFP, PGR using the former pair 
amplified a 644bp fragment, and that using the latter amplified a 

10 1495bp fragment (Fig. 50) . Amplification using SeV18+/AM-GFP and 
SeV18+/AF-GFP resulted in genes ; of ^respectively predicted size, 
indicating a clear difference in size compared to that obtained using 
the SeV18+/AMAF-GFP. Based on the findings described above, this 
virus is suggested to comprise a M/F double-deficient gene structure. 

15 Furthermore, Western-blotting was used to confirm structure 

from the point of view of the proteins. LLC-MK2 cells were infected 
at MOI=3 with SeV18+/AMAF-GFP, SeV18+/AM-GFP, SeV18+/AF-GFP and 
SeV18+GFP, and recovered two days after the infection. After 
performing SDS-PAGE, Western-Blotting was performed using an anti-M 

20 antibody, anti-F antibody, and a DN-1 antibody (rabbit polyclonal) 
which mainly recognizes NP protein. The methods are as described in 
Example 3 and Example 4 . Neither M protein nor F protein was observed 
in SeV18+/AMAF-GFP-infected cells, but NP was observed. Therefore 
the structure of SeV18+/AMAF-GFP was also confirmed from the viewpoint 

25 of proteins (Fig. 51) . At this time, SeV18+/AF-GFP-inf ected cells 
did not exhibit F protein, SeV18+/AM-GFP-inf ected cells did not 
exhibit M protein, and all of the tested viral proteins were observed 
in SeV18+GFP. 

30 [Example 31] Quantitative analysis of the presence or absence of M/F 
double-deficient SeV secondarily released particles 

This experiment was conducted over time. Thus, LLC-MK2 cells 
were infected at MOI=3 with SeV18+/AMAF-GFP, and culture supernatant 
was recovered at certain time intervals (every 2 4 hours) and examined 

35 for HA activity (Fig. 52) . Four days after infection, HA activity 
was observed, although at low levels. The increased HA activity for 
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SeV18+/AMAF-GFP was assumed to be attributable to HA protein bound 
to or liberated from cell debris, rather than to VLPs . Furthermore, 
culture supernatant obtained five days after infection was 
investigated using a cationic liposome, namely, Dosper Liposomal 
5 Transfection Reagent (Roche, Basel, Switzerland) . Thus, 100 \xl of 
the culture supernatant and 12.5 fxl of Dosper were mixed and allowed 
to stand at room temperature for ten minutes, and then transfected 
to LLC-MK2 cells which had been grown confluently in a 6-well plate. 
Two days later, fluorescence microscopic observation revealed a large 

10 number of GFP-positive cells in .the culture supernatant of the 
SeV18+/AF-GFP-inf ected cells 'containing secondarily released 
particles, while almost no GFP-positive cells were found in the 
SeV18+/AMAF-GFP-inf ected cell culture supernatant (Fig. 53) . Based 
on these findings, it was concluded that in the case of SeV18+/AMAF-GFP, 

15 secondary release of particles from infected cells was virtually 
absent . 

[Example 32] Evaluation of the viral infectivity of M/F 
double-deficient SeV and M-deficient SeV (in vitro) 

20 The efficiency of transduction and expression in non-dividing 

cells is .an important factor for evaluating the performance of a gene 
transfer vector. Therefore, assessment is essential. Accordingly, 
cerebral cortex nerve cells were prepared from the brain of a rat 
fetus on day 17 of pregnancy. These cells were cultured as a first 

25 generation for investigating infectivity in non-dividing cells. 

The first generation nerve cell culture derived from the rat 
cerebral cortex was obtained as follows: On day 17 of pregnancy, a 
pregnant SD rat was decapitated under ether anesthesia. The abdomen 
was sterilized using Isodine and 80% ethanol, the uterus removed and 

30 placed onto a 10 cm petri dish, and the fetuses were taken from the 
uterus. Then, the fetal scalp and cranial bone were opened using INOX 
5 forceps, and the brain was excised to a 35 mm petri dish. The 
cerebellum and a part of the brain stem were removed using ophthalmic 
scissors, the cerebrum was divided into semispheres, and the remainder 

35 of the brain stem was removed. The olfactory bulb and the meninx were 
clipped off using forceps. Finally, the diencephalon and hippocampus 
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were removed using ophthalmic scissors, and the cortex was collected 
in a petri dish, cut into small pieces using a surgical scalpel, and 
transferred into a 15 mm centrifuge tube. The cells were treated with 
. 0.3 mg papain/ml at 37°C for ten minutes, treated and then washed with 
5 5 ml of serum-containing medium, and then dispersed. After passing 
through a 70 |im strainer, the cells were collected by centrif ugation 
and dispersed by gentle pipetting. The cells were then counted. The 
cells were inoculated onto a poly-L-lysine (PLL) -coated 24 well plate 
at a density of 2xl0 5 or 4xl0 5 cells/well, and two days later were 

10 infected with 'an M/F double-deficient SeV (SeV18+/AMAF-GFP) and an 
M-deficient SeV (SeV18+/AM-GFP) at MOI=3 . Thirty-six hours after 
infection, the cells were immunostained with MAP2 as a 
neurocyte-specif ic marker, and infected cells were identified on the 
basis of overlap with the GFP-expressing cells (SeV-inf ected cells) . 

15 MAP2 immunostaining was conducted as follows: The infected 

cells were washed with PBS, fixed with 4% paraformaldehyde at room 
temperature for ten minutes, again washed with PBS, and then blocked 
with a 2% normal goat serum-containing PBS at room temperature for 
60 minutes. The cells were reacted with a 200-f old-diluted anti-MAP2 

20 antibody (Sigma, St. Louis, MO) at 37°C for 30 minutes, washed with 
PBS, and reacted with a 200-f old-diluted secondary antibody (goat 
anti mouse IgG Alexa568: Molecular Probes Inc., Eugene, OR) at 37°C 
for 30 minutes . After washing with PBS, cell fluorescence was observed 
using a fluorescence microscope (DM IRB-SLR: Leica, Wetzlar, 

25 Germany) . 

In both the M/F double-deficient SeV (SeV18 + /AMAF-GFP) and the 
M-deficient SeV (SeV18+/AM-GFP) , most of the MAP2-positive cells were 
GFP positive (Fig. 54) . That is, most of the prepared nerve cells 
exhibited efficient SeV infection, and therefore both M/F 
30 double-deficient SeV and M-deficient SeV were confirmed to have 
efficient transduction and expression in non-dividing cells. 

[Example 33] Evaluation of the viral infectivity of M/F 
double-deficient SeV and M-deficient SeVs (in vivo) 
35 Infectivity in vivo was evaluated. 5 |al ( IxlO 9 p . f . u/ml ) of each 

of M/F double-deficient SeV (SeV18+/AMAF-GFP) and M-deficient SeV 



THIS PAGE BLANK <uspro> 



105 



(SeV18+/AM-GFP) was administered to the left lateral ventricule of 
a jird mouse using stereo method. Two days after administration, the 
mice were sacrificed, their brains removed, and frozen sections 
prepared. Specimens were observed using a fluorescence microscope, 
5 and examined for infection on the basis of GFP fluorescence intensity. 
Both the M/F double-deficient SeV (SeV18+/AMAF-GFP) and M-deficient 
SeV (SeV18+/AM-GFP) resulted in numerous positive cells in the 
ependymal cells of both lateral ventricles (Fig. 55) . Thus, it was 
revealed that both M/F double-deficient SeV and M-deficient SeV were 

10 capable of achieving efficient gene transduction and expression in 

*• v * . %" 

, '." r .-•-.'* 

VIVO. 

[Example 34] Evaluation of M/F double-deficient SeV and M-deficient 
SeV cytotoxicity 

15 Cytotoxicity was evaluated utilizing cells that enabled 

observation of SeV-dependent cytotoxicity, namely, using CV-1 cells 
and HeLa cells. As controls, an added-type SeV (native type: 
SeV18+GFP) (having replicative ability) and an F-deficient SeV 
(SeV18+/AF-GFP) were also measured at the same time. The experimental 

20 method is detailed in Example 6, Example 12 and Example 17. Briefly, 
CV-1 cells or HeLa cells were inoculated to a 96-well plate at 2.5xl0 4 
cells/well (100 ^iL/well) and cultured. Both cultures employed 10% 
FBS-containing MEM. After culturing for 24 hours, the SeV18+GFP, 
SeV18 + /AF-GFP, SeVl8 + /AM-GFP or SeV18+/AMAF-GFP solution was diluted 

25 with 1% BSA-containing MEM in a volume of 5 (il/well, and the solution 
was added to affect infection. After six hours, the viral 
solution-containing medium was removed, and replaced with FBS-free 
MEM medium. Three days after infection, the culture supernatant was 
sampled, and subjected to cytotoxicity quantification using a 

30 Cytotoxicity Detection Kit (Roche, Basel, Switzerland) according to 
kit instructions. Compared to the added-type SeV, the deletion of 
the M gene or F gene (in SeVl8+/AF-GFP and SeV18+/AM-GFP) resulted 
in reduced cytotoxicity, and the combination of these two deletions 
(in SeV18 + /AMAF-GFP) resulted in an additive effect , further reducing 

35 cytotoxicity (Fig. 56) . 

As described above, "the M/F double-deficient SeV vector", 
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successfully reconstituted for the first time in this invention, is 
a highly versatile gene transfer vector comprising the ability to 
infect various cells, including non-dividing cells, eliminating 
almost all secondarily released particles, and exhibiting reduced 
cytotoxicity. 

Effects of the Invention 

The present invention provides methods of testing for, screening 
for, and producing (-) strand RNA viruses in which particle formation 
ability is reduced or eliminated. The viruses produced by this 
invention are^usef uL as gene transfer vectors with fewer side effects 
against hosts, since they reduce both cytotoxicity and immunoresponse 
induction caused by secondary release (VLP release) from 
gene-transferred cells. Vectors provided by the present invention 
are especially expected to have various applications as vectors for 
in vivo and ex vivo gene therapy. 



THIS PAGE BLANK (uspfc» 



107 



CLAIMS 

1. A method for testing particle formation ability of a 
(-) strand RNA virus vector, wherein the method comprises detecting 
5 localization of M protein in cells in which the vector has been 
introduced. 

2 . A method of screening for a (-) strand RNA virus vector whose 
particle formation ability has been reduced or eliminated, comprising 
the steps of: 

10 (a) detecting localization of M'protein in cells into which the vector 
has been introduced; and 

(b) selecting the vector by which localization has been reduced or 
eliminated. 

3. The method according to claim 1 or 2, wherein the 
15 localization of M protein is an aggregation of M proteins on the cell 
surface . 

4 . A method of screening for a gene which reduces or eliminates 
particle formation ability of a (-) strand RNA virus vector, comprising 
the steps of: 

20 (a) detecting localization of M protein in cells into which the 
(-) strand RNA virus vector comprising a test gene has been introduced; 
and 

(b) selecting the gene which reduces or eliminates localization. 

5. The method according to claim 4, wherein the localization 
25 of M protein is an aggregation of M proteins on the cell surface. 

6. The method according to claim 4 or 5, wherein the test gene 
is a mutant of a gene selected from the group consisting of M, F, 
and HN genes of a (-) strand RNA virus. 

7. A method for producing a recombinant (-) strand RNA virus 
30 vector whose particle formation ability has been reduced or eliminated, 

wherein the method comprises reconstituting the (-) strand RNA virus 
vector comprising a gene which can be identified or isolated by a 
method according to any one of claims 4 to 6, under a condition where 
the reduction or elimination of M protein localization by the gene 
35 is continuously complemented. 

8. A method for producing a recombinant (-) strand RNA virus 
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vector whose particle formation ability has been reduced or eliminated, 
wherein the method comprises reconstituting the (-) strand RNA virus 
vector by which the localization of the M gene expression product 
is reduced or eliminated as a result of the deletion or mutation of 
5 the M gene, under a condition where functional M protein is 
continuously expressed. 

9. The method according to claim 8, wherein the step comprises 
reconstituting, at a permissive temperature, the (-) strand RNA virus 
vector comprising a\ temperature-sensitive mutant M gene by which the 

10 aggregati : on"of "gene products on the cell surface has been reduced 
or eliminated. 

10. The method according to claim 9, wherein the 
temperature-sensitive mutant M gene is a gene encoding a (-) strand 
RNA virus M protein, in which an amino acid corresponding to at least 

15 one amino acid position selected from the group consisting of G69, 
T116 and A183 of a Sendai virus M protein has been substituted with 
another amino acid. 

11 . The method according to claim 8 , wherein the step comprises 
reconstituting the (-) strand RNA virus vector whose M gene is deleted, 

20 under a condition where the M gene, which has been introduced in the 
chromosome of the cells used for reconstitution, is expressed. 

12. A method according to any one of claims 7 to 11, wherein 
the (-) strand RNA virus vector further comprises the deletion of HN 
and/or F genes, or comprises a temperature-sensitive mutant HN and/or 

25 F genes. 

13. The method according to claim 12, wherein the 
temperature-sensitive mutant HN gene is a gene encoding a (-) strand 
RNA virus HN protein, in which an amino acid corresponding to at least 
one amino acid position selected from the group consisting of A262, 

30 G264, and K461 of a Sendai virus HN protein, has been substituted 
with another amino acid. 

14. A method according to any one of claims 7 to 13, wherein 
the (-) strand RNA virus vector further comprises a mutation in the 
P and/or L gene. 

35 15. The method according to claim 14, wherein the mutation in 

the P gene is a substitution of an amino acid position of the (-) strand 
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RNA virus P protein, corresponding to E86 and/or L511 of a Sendai 
virus P protein, with another amino acid. 

16. The method according to claim 14 or 15, wherein the mutation 
in the L gene is a substitution of an amino acid position of the 

^5 (-) strand RNA virus L protein, corresponding to N1197 and/or K1795 
of a Sendai virus L protein, with another amino acid. 

17. A method according to any one of claims 7 to 16, wherein 

the method comprises reconstituting a vector at 35°C or a lower 
temperature . 

10 18. -A method according to any one of claims 1 to 17, wherein 

the (-) strand RNA virus is a paramyxovirus. 

19. Theimethod-. according to* claim 18, wherein the paramyxovirus 
is a Sendai virus. 

20,. Si A recombinant (-)strand RNA virus vector produced by a 
15 method according to any one of claims 7 to 14, wherein the particle 
formation ability of the vector has been reduced or eliminated. 

21. A recombinant (-) strand RNA virus, comprising a functional 
M protein, but whose M protein-encoding sequence is deleted in the 
genome of the virus. 
20 22. A recombinant (-) strand RNA virus comprising at least one 

feature selected from the group consisting of the following (a) to 
(d) : 

(a) the M protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to at least one amino 

25 acid position selected from the group consisting of G69, T116 and 
A183 of a Sendai virus M protein, with another amino acid; 

(b) the HN protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to at least one amino 
acid position selected from the group consisting of A262, G264, and 

30 K4 61 of a Sendai virus HN protein, with another amino acid; 

(c) the P protein encoded in the genome of the virus comprises a 
substitution of an amino acid, corresponding to the amino acid position 
of E86 or L511 of a Sendai virus P protein, with another amino acid; 

(d) the L protein encoded in the genome of the virus comprises a 
35 substitution of an amino acid, corresponding to the amino acid position 

of N1197 and/or K1795 of a Sendai virus L protein or an amino acid 



1 
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of another (-) strand RNA virus M protein homologous thereto, with 
another amino acid. 

23. The virus according to claim 22 comprising the features 
of at least (a) and (b) . 
5 24. The virus according to claim 22 comprising the features 

of at least (c) and (d) . 

25. The virus according to claim 22 comprising the features 
of all of (a) to (d) . 

26. A virus according to any one of claims 21 to 25, wherein 
10 at least one sequence encoding a spike protein in the genome of the 

virus is further deleted. 

27. The virus according to claim 26, wherein the spike protein 
is an F protein. t , ■ 'rV>» 

2 8 /lr A vyi'ruls according to any one of claims 21 to 27, wherein 
15 the (-) strand RNA virus is a paramyxovirus. 

29. The virus according to claim 28, wherein the paramyxovirus 
is a Sendai virus. 

30. A recombinant virus according to any one of claims 21 to 

29, which is used for reducing cytotoxicity upon gene introduction. 
20 31. A recombinant virus according to any one of claims 21 to 

30, which is used for inhibiting the reduction in the expression level 
of an introduced gene upon gene introduction. 

32. A recombinant virus according to any one of claims 21 to 

31, which is used for inhibiting the release of a virus-like particle 
25 (VLP) from a cell into which a virus has been introduced upon gene 

transduction. 

33. An aqueous solution comprising a recombinant virus 
according to any one of claims 21 to 32 at a level of 10 6 CIO/ml or 
higher . 
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ABSTRACT 

The present invention provides methods for testing and producing 
(-) strand RNA virus vectors with reduced or eliminated particle 
5 formation ability or cytotoxicity. It was revealed that a deficiency 
in M protein localization in cells introduced with such a (-) strand 
RNA virus vector could result in the suppression of virus-like 
particle (VLP) formation in the cells . The present invention provides 
methods for testing and screening for a (-) strand RNA virus vector 

10 in which particle formation ability has been reduced or eliminated, 
and methods for producing a recombinant (-) strand RNA virus vector 
in which particle formation ability has been reduced or eliminated. 
Such a vector, in which VLP formation has been reduced or eliminated, 
is extremely useful as a vector for gene therapy, since it neither 

15 induces cytotoxicity nor immune response due to the secondary release 
of viruses from cells in which it has been introduced. 
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